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Abstract!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!!
ImplantQrelated'osteomyelitis' infection' is'a'clinical' situation' that'has'been'growing'
with' the' increase' of' life' expectancy.' Despite' state' of' the' art' surgical' rooms' and'
sterilization' procedures,' infection' remains' a' serious' problem' without' significant'
improvement' in' the' last' decades.' Moreover,' the' increasing' antibioticQresistance'
phenomena'have'prompted'the'search'for'new'alternatives.''
Antimicrobial' peptides' (AMPs)' are' a' promising' class' of' antimicrobial' compounds,'
having' as' main' advantages:' broadQspectrum' of' activity,' fast' killing' at' low' titers,'
target' specificity' and' most' importantly,' do' not' have' the' tendency' to' promote'
bacterial'resistance'development.'However,'AMPs'application'have'some'challenges,'
namely'short'halfQlife'due'to'protease'digestion'or'peptide'aggregation,'which'leads'
to' the' application' of' high' concentrations' that'may' be' associated'with' toxicity.' To'
overcome' these'drawbacks,'AMPs'covalent' immobilization'on'biomaterials' surface'
has'been'proposed.'So,'the'aim'of'the'present'work'was'to'develop'an'AMP'based'
coating'for'orthopedic'applications.''
hLF1Q11' (GRRRRSVQWCA)' and' Dhvar5' (LLLFLLKKRKKRKY)' are' short' AMPs' with' a'
headQtoQtail' amphipathicity' and' a' broad' spectrum' of' activity,' including'
Staphylococcus' aureus,' which' is' the' most' prevalent' species' in' implantQrelated'
infections.' These' two' AMPs' were' immobilized' onto' chitosan,' a' natural' polymer'
commonly' explored' for' biomedical' applications' that' was' previously' described' to'
have' antimicrobial' and' osteoconductive' properties.' However,' since' the'
immobilization'strategy'could'affect'AMP'antimicrobial'activity,'different'parameters'
were' investigated' namely,' AMP' immobilization' process' (covalent' versus' physical'
binding),' AMP'orientation' (coupled' from'NQ' versus' CQterminal)' and'AMP'exposure'
from'the'surface'(using'different'spacers'with'different'lengths'and'flexibilities).''
Antimicrobial' studies' using' S.' aureus' demonstrated' that' the' surface' antimicrobial'
effect'of'both'AMPs'tested'is'higher'when'peptides'are'covalently'immobilized'onto'
chitosan'than'when'they'are'only'physically'adsorbed.''
hLF1Q11'covalent'immobilization'was'performed'directly'through'the'establishment'
of' a' disulfide' bridge' between' a' CQterminal' cysteine' residue' of' the' peptide' and'NQ
acetyl'cysteine'(NAC)'functionalized'chitosan'film.'To'evaluate'the'effect'of'a'spacer,'
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chitosan' film' was' functionalized' with' a' SHQterminated' polyethylene' glycol' (PEG)'
instead'of'NAC.' 'hLF1–11' increased'bacterial' adhesion' to' chitosan' films.'However,'
results'demonstrated'that'immobilized'hLF1–11'maintain'bactericidal'activity'against'
S.'aureus,'particularly'with'the'use'of'a'spacer.'
Dhvar5' was' synthesized' with' an' SHQterminated' spacer' at' the' NQ' or' CQterminal' to'
evaluate' the' effect' of' peptide' orientation.' Spacers' of' different' chain' lengths' and'
flexibilities'were'also'used'to'explore'the'effect'of'peptide'exposure.'Again,'disulfide'
bridge'chemistry'was'used'to'immobilize'the'modified'Dhvar5'to'NACQfunctionalized'
chitosan' films.' Antimicrobial' studies' demonstrated' that' increased' spacer' length' is'
more' beneficial' than' extended' flexibility.' Interestingly,' only' when' immobilized'
through' the' NQterminal' (exposing' its' cationic' end),' Dhvar5' was' able' to' improve'
chitosan' antimicrobial' effect' by' decreasing' bacterial' colonization' in' opposition' to'
Dhvar5'immobilized'through'its'CQterminal'(exposing'its'hydrophobic'end)'that'has'a'
detrimental'effect'on'bacterial'adhesion.'
As' NACQfunctionalized' chitosan' control' film' also' revealed' high' antiadherence'
properties,'further'development'of'this'coating'was'performed.'Results'showed'that'
NACQfunctionalized'chitosan' is'a'promising'material'as' it'avoids'bacterial'adhesion,'
impairs'biofilm'formation,'while'allowing'osteoblast'adhesion'and'proliferation.'
The'knowledge'obtained'with'this'work'can'be'further'applied'in'the'development'of'
alternative'and'effective'antimicrobial'coatings'for'orthopedic'implants.!!!!!!!!!!!!!!!!
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Resumo!!
A' infeção' associada' a' implantes' ósseoas' representa' uma' situação' clínica' cuja'
prevalência' tem'crescido'com'o'aumento'de'esperança'média'de'vida.'Apesar'das'
avançadas' salas' de' operação' e' dos' optimizados' processos' de' esterilização,' a'
incidência' de' infeção' continua' como' um' problema' relevante,' que' não' tem' sido'
significantivamente'melhorado'nas' últimas' décadas.' Igualmente' preocupante,' tem'
sido' o' agravamento' do' fenómeno' de' resistência' aos' antibióticos,' o' que' tem'
impulsionado'a'investigação'na'busca'de'novas'alternativas.'
Os' péptidos' antimicrobianos' (PA)' são' uma' classe' promissora' de' compostos'
antimicrobianos,'apresentando'como'principais'vantagens:'um'alargado'espectro'de'
actividade,' rápida'actuação'mesmo'a'baixas' concentrações,' elevada'especificidade'
e,' o' mais' importante,' não' têm' tendência' para' promover' o' aparecimento' de'
resistência' em' bactérias.' No' entanto,' a' aplicação' de' PA' envolve' alguns' desafios,'
nomeadamente' o' curto' tempo' de' semiQvida' devido' a' digestão' peptídica' ou'
agregação'de'péptidos,'o'que'conduz'à'aplicação'de'concentrações'superiores'de'PA,'
que' podem' estar' associadas' ao' aparecimento' de' toxicidade.' A' imobilização'
covalente'de'PA'a'biomateriais'tem'sido'proposta'como'resposta'a'estes'obstáculos.'
Desta' forma,' o' objectivo' principal' do' presente' trabalho' foi' desenvolver' um'
revestimento'para'próteses'ortopédicas'baseado'em'PA'imobilizados.'
O'hLF1Q11' (GRRRRSVQWCA)'e'o'Dhvar5' (LLLFLLKKRKKRKY)' são'dois'PA'curtos,'que'
apresentam' anfipaticidade' dependente' da' sequência' e' possuem' um' espectro' de'
ação' alargado,' que' inclui' Staphylococcus' aureus,' a' espécie' mais' prevalente' em'
infeções'associadas'a'implantes.'Estes'dois'PA'foram'imobilizados'em'quitosano,'um'
polímero' natural' frequentemente' explorado' para' aplicações' biomédicas,'
previamente' descrito' como' possuidor' de' propriedades' antimicrobianas' e'
osteocondutoras.'Contudo,'uma'vez'que'estratégia'de'imobilização'covalente'pode'
afetar'negativamente'a'actividade'antimicrobiana'dos'PA,'diferentes'parametros'de'
imobilização'foram'avaliados,'nomeadamente'tipo'de'imobilização'(covalente'versus'
adsorção),' orientação' do' PA' (ligação' através' do' terminal' amino' ou' carboxílico)' e'
exposição' de' PA' (utilização' de' espaçadores' com' diferentes' comprimentos' e'
flexibilidades).'
'XX'
Os' ensaios' antimicrobianos' com' S.' aureus' demonstraram' que' o' efeito'
antimicrobiano' das' superficies' modificadas' com' cada' PA,' é' maior' quando' os'
péptidos'estão' imobilizados'covalentemente,'do'que'quando'a' imobilização'é' feita'
por'adsorção.'
A' imobilização' covalente' de' hLF1Q11' foi' realizada' de' forma' directa' através' do'
estabelecimento'de'uma'ponte'dissulfureto'entre'a'cisteína'do'terminal'carboxilico'
do'peptido'e'NQacetilcisteina'(NAC)'previamente'ligado'ao'filme'de'quitosano.'Para'
avaliar' o' efeito' de' um' espaçador,' filmes' de' quitosano' foram' igualmente'
funcionalizados'com'polietilenoglicol'com'um'grupo'sulfidrilo'no'terminal.'Em'ambos'
os' casos,' hLF1Q11' promoveu' o' aumento' de' adesão' bacteriana' aos' filmes' de'
quitosano.'No'entanto,' resultados'demonstraram'que'hLF1Q11'manteve'actividade'
bactericida,'particularmente'na'presença'de'um'espaçador.'
O'péptido'Dhvar5'foi'sintetizado'com'espaçadores'(terminados'em'–SH)'adicionados'
ao' terminal' amino' ou' ao' terminal' carboxílico,' de' forma' a' avaliar' o' efeito' da'
orientação' do' péptido' na' actividade' antimicrobiana.' Espaçadores' com' diferentes'
comprimento' e' flexibilidades' foram' igualmente' aplicados' para' avaliar' o' efeito' da'
exposição' do' péptido.' O' estabelecimento' da' ponte' disulfureto' permitiu' a' ligação'
entre'peptido'e'filme'de'quitosano'funcionalizado'com'NAC.'Ensaios'antimicrobianos'
demonstraram' que' o' aumento' do' comprimento' do' espaçador' é'mais' importante'
que'uma'maior'flexibilidade.'Particularmente'interessante'é'o'facto'de'a'orientação'
do'péptido'ter'um'impacto'muito'grande'na'actividade'antimicrobiana,'já'que'uma'
imobilização' através' do' terminal' amino' (expondo' a' ponta' catiónica' do' peptido)'
diminui'consideravelmente'a'adesão'bacteriana,'enquanto'que'a' imobilização'pelo'
terminal' carboxílico' (expondo' a' ponta' hidrofobica' do' peptido)' tem' um' efeito'
negativo'na'adesão'bacteriana.'
Como' o' filme' de' quitosano' funcionalizado' com' NAC' apresentou' excelentes'
propriedades'antiadesivas,'prosseguiuQse'com'a'optimização'deste'revestimento.'Os'
resultados' mostraram' que' o' quitosano' funcionalizado' com' NAC' é' um' material'
promissor'na'medida'que'evita'adesão'bacteriana,'dificulta'a'formação'de'biofilme,'
e' simultaneamente' permite' a' adesão' e' proliferação' de' osteoblastos.' O'
conhecimento' obtido' com' este' trabalho' apresentado,' pode' ser' aplicado' no'
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desenvolvimento' de' novos' revestimentos' antimicrobianos' para' implantes'
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' XXIX'
Aim!and!Structure!of!the!Thesis!!!!
Osteomyelitis' in'general,'and'orthopedic' implant'infectionQrelated'in'particular,'are'
clinical'situations'that'have'been'growing'in'the'last'decades'[1].'With'increasing'life'
expectancy,'increasingly'more'patients'suffer'from'osteoarthritis'and'therefore'need'
joint' replacement' [2].'Despite'all' sterilization'and'surgical'good'practices,' infection'
still' remains' as' one' of' the' major' issues' to' be' solved.' Current' applied' treatment'
generically' consists' on' the' combination' of' debridment,' implant' removal' and' long'
antibiotherapy,' which' not' always' is' sufficient' for' patient' recovery' [2Q4].' This'
represents' huge' psychological,' and' physical' burden' for' patients,' implying' in'most'
cases' lost'of' function.'Also,' the'economical'effort' is' tremendous,'as' these' revision'
processes' are' many' fold' more' expensive' than' the' original' implant' introduction'
procedure' [2].' As' the' current' antiobiotics' pipeline' have' not' produced' clear'
replacement' for' the' conventional' antibiotics' applied' today,' development' of' new'
fighting' strategies' are' mandatory.' Antimicrobial' peptides' (AMPs)' are' a' promising'
class'of'antimicrobial'compounds,'as'they'have'broad'spectrum'of'activity,'promote'
fast'killing'at'low'titers,'have'target'specificity'and'most'importantly'do'not'have'the'
tendency' to' promote' resistance' development' [5Q8].' Some' of' the' challenges'
associated' with' AMPs' application' include' relatively' short' halfQlife' due' to' a' rapid'
protease'digestion,'or'to'peptide'aggregation,'which'oblige'the'application'of'higher'
concentrations' that' may' be' associated' with' toxicity' [9,' 10].' AMPs' covalent'
immobilization'appears'as'a'strategy'to'overcome'the'drawbacks'stated'above'[11].'
'
Therefore,' the' ultimate' goal' of' the'work' described' in' this' thesis' is' to' develop' an'
antimicrobial' implant' coating' for' orthopedic' applications' that' do' not' impair' bone'
cells' adhesion' and' proliferation.' Strategy' is' based' on' covalent' immobilization' of'
AMPs'(hLF1Q11'and'Dhvar5)'onto'a'polymeric'coating'that'was'previously'described'
to'have'some'antimicrobial'and'osteoconductive'properties,'chitosan.''
'
'
'
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To'that'end,'the'following'tasks'were'proposed:'
a) Production' and' characterization' of' AMPQfunctionalized' chitosan' coatings,'
using' different' immobilization' parameters:' orientation,' spacer' insertion,'
spacer'length'and'spacer'flexibility;'
b) Assessment'of'the'implication'of'the'different'immobilization'parameters'on'
the'antimicrobial'activity'of'the'coatings;''
c) Assessment' of' the' biological' effect' of' the' most' antimicrobial' surface' on'
mammalian'cells'namely'in'osteoblasts;'
d) Translational'assays'for'in'vivo'studies.'
'
This'thesis'is'divided'in'eight'chapters'with'the'following'contents.'Chapter!I'reviews'
the'pathology,'etiologic'agents,'current'treatment'protocols'as'well'as'the'different'
research' lines' involved' in' orthopedic' implantQrelated' infection.' Chapter! II' is' an'
adaptation/actualization' of' the' review' paper' published' in' 2011,' (“Covalent'
immobilization'of'antimicrobial'peptides'(AMPs)'onto'biomaterial'surfaces”'of'Acta'
Biomaterialia' 2011' 7:' 1431–1440),' and' gives' an' overview' on' the' most' important'
features' of' AMPs,' their' putative' mode' of' action' and' also' the' impact' of' covalent'
immobilization' of' AMPs' onto' surfaces' through' different' chemical' coupling'
strategies,'length'of'spacers,'and'peptide'orientation'and'concentration.'
Since,'during'this'work'chitosan'was'used'as'an'implant'coating,'Chapter!III'gives'an'
overview' of' the' implication' of' different' chitosan' characteristics' on' the' biological'
activity' when' used' in' film' form.' Chapter! IV' presents' a' brief' review' of' the' most'
important' surface' characterization' techniques' used' in' the'work' developed' during'
this'thesis.'
hLF1Q11'is'a'short'AMP'with'broad'antimicrobial'activity,'already'tested'on'an'in'vivo'
chronic' osteomyelitis' model.' Therefore,' the' effect' of' covalent' immobilization' of'
hLF1Q11'through'direct'and'spacerQmediated'coupling'on'its'antimicrobial'properties'
is' described' in' Chapter! V.! Dhvar5' is' also' a' broad' spectrum' AMP' with' reported'
membraneQrelated' antimicrobial' activity,' which' is' an' essential' feature' for' the'
production' of' contactQkilling' surfaces.' Further' immobilization' parameters' where'
assessed'including'peptide'orientation,'spacer'length'and'spacer'flexibility.'Chapter!
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VI' revises' the' implication' of' such' parameters' on' the' antimicrobial' activity' of' the'
immobilized'peptide.'
As' the' NQacetylcysteineQfunctionalized' chitosan' film' proved' to' have' strong'
antiadherence' effect,' this' surface' was' further' optimized' and' tested' for' its'
antiadherence' and' antibiofilm' activity' as' well' as' effect' towards' osteoblast' cells.'
Chapter!VII'focus'in'such'findings.'
In'Chapter!VIII' the'overall' results'presented' in' this' thesis'are'analyzed'considering'
each' chapter' and' integrating' the' whole' results,' highlighting' the' most' striking'
findings.' Also,' future' prospects' on' the' translational' assays' for' in' vivo' testing' are'
discussed'in'this'chapter.'
'
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Orthopedic!Implant8related!infection!
3!
!
1.!Osteomyelitis!
!
Osteomyelitis! is!a!pathology!defined!as!an! infection!and! inflammation!at! the!bone!
level,! that! is! frequently! associated!with! implant! introduction,! such! as! hip! or! knee!
replacement,!fracture!fixation!or!ligament!and!tendon!reconstruction![1>3].!Indeed,!
it!has!been!shown!that!the!risk!of!infection!increased!more!than!100!000>fold!by!the!
presence!of!a!foreign!body![4].!!
The!number!of!such!surgeries!has!been!augmenting!in!last!years!(see!table!1).!
!
Table! 1.! Epidemiological! data! regarding! both! hip! replacements! and! total! knee! arthroplasties! in!
Europe!(particularly!in!Finland)![5]!and!in!USA![6].!
Country! Finland! USA!
Study!period! 1995! 2009! 1990! 2007!
Hip!replacement! 5000! 9200! 100!000! 200!000!
Fold!increase! ~2! ~2!
Total!Knee!arthroplaties! 3000! 9100! 110!000! 550!000!
Fold!increase! ~3! ~5!
!
The! risk! of! infection! varies! depending! on! the! surgical! procedure! in! question.!
Published! infection! rates! of! about! 5%! have! been! reported! for! internal! fracture!
fixation! devices! [7].! Increased! infection! rates! have! been! reported! within! certain!
high>risk!groups:!for!example,!the!infection!rate!in!patients!with!open!fractures!may!
exceed! 30%! [8],! in! comparison! with! 0.5>2%! for! equivalent! closed! fractures! [8].!
Although!the!infection!rate!for!primary!joint!replacement!is!approximately!1>4%![9>
11],!this!value!may!increase!up!to!40%!in!revision!of!failed!prosthetic!joints![8].!!
Despite!the!low!rates,!infection!represents!the!most!serious!cause!of!implant!failure,!
as!no!improvement!on!treatment!rates!has!been!seen!in!the!last!decades![3].!Early!
detection! of! infection! is! of! paramount! importance,! as! a! delayed! treatment! may!
result!in!multiple!surgeries!with!device!removal,!and!worst!prognosis![12].!However,!
infection! diagnosis! in! its! earlier! stages! can! be! difficult,! as! a! result! of! unspecific!
symptoms! and! frequently! unreliable! blood! biomarkers! [13,! 14].! According! to! the!
origin,! bone! implant>associated! infections! and! osteomyelitis,! can! be! divided! into!
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different! types! of! the! condition:! 1)! osteomyelitis! from! hematogenous! spread! of!
infection,! 2)! osteomyelitis! secondary! to! a! contiguous! focus! of! infection,! 3)!
osteomyelitis! associated! with! vascular! insufficiency! and! 4)! osteomyelitis! from!
iatrogenic!inoculation!during!surgery!or!trauma![12].!!
Implant! surface! susceptibility! to! infection! is! dependent! on! the! immune! system!
performance!and!on!the!activity!and!virulence!of!the! involved!microorganisms![15,!
16].! Immune! system! performance! can! be! compromised! by! direct! surgical! trauma,!
implant! presence,! low! availability! of! blood! vessels! in! the! implant! vicinity! and!
inflammatory! escalation,! with! lower! level! of! phagocytosis! [17].! Indeed,! when! an!
implanted! material! comes! in! contact! with! blood,! a! conditioning! layer! of! host!
proteins! (fibronectin,! vitronectin,! fibrinogen,! albumin! and! immunoglobulins)!
instantaneously! adsorbs! to! the! material! surface! [18].! At! the! same! time,!
inflammatory! cells! begin! to! arrive! to! the! injured! tissue! (Figure! 1).! Acute!
inflammation! lasts! from!minutes! to! days,! and! is! dominated! by! neutrophils.! Given!
that!implanted!biomaterials!are!usually!much!larger!than!the!leukocytes!themselves,!
frustrated!phagocytosis! replaces! the!normal!phagocytic! response,!where! leukocyte!
products! (e.g.,! lysosomal! proteases! and! oxygen! free! radicals)! are! released! in! an!
attempt! to! degrade! the! foreign! body.! Neutrophils! are! usually! cleared! from! the!
implant!site!within!a!day!or!two,!and!are!replaced!by!monocytes,!macrophages,!and!
lymphocytes.!As!activated!monocytes/macrophages!initiate!the!healing!response!at!
the! implant!site,!endothelial!cells!and!fibroblasts!begin!to!proliferate,!giving!rise!to!
granulation! tissue.! This! chronic! inflammation! is! followed! by! the! foreign! body!
reaction,! which! consists! of! varying! proportions! of! granulation! tissue! components!
and!the!formation!of!foreign!body!giant!cells!(FBGC).!FBGC!are!multinucleated!cells!
resulting!from!the!fusion!of!macrophages![19].!
!
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Figure!1.!The!general!timeline!of!the!cellular!response!against!implanted!biomaterials.!Adapted!from!
[20].!
!
Therefore,!tissue!degradation!and!osteolysis!(in!bone!tissues)!are!not!a!direct!effect!
caused!by!the! infection!per$se.!The!tissue!damage! is! rather!dependent!on!the!pro>
inflammatory! microenvironment! generated! by! frustrated! phagocytosis! of!
neutrophils!accumulated!at!implant!surface,!resulting!on!release!of!proinflammatory!
mediators! and! tissue>destroying! substances,!which! also! promotes! bone! resorption!
by!osteoclasts![21].!The!activity!and!virulence!of!microorganisms!are!correlated!with!
their!capacity!for!biofilm!formation![22].!Biofilm!establishment!results!from!a!specific!
sequence!of!events:! (i)!microbial!adherence!supported!by!non>specific! interactions!
between!bacteria!and!the!surface,!mediated!by!physiochemical!forces,!such!as!Van!
der!Waals! forces,! hydrophobic! interactions! and! ionic! interactions! [23]! and! specific!
interactions! mediated! by! the! already! mentioned! conditioning! film,! which! provide!
specific!binding!sites!for!bacterial!surface!proteins:!MSCRAMMs!–!microbial!surface!
components!recognizing!adhesive!matrix!molecules,! (ii)!microcolony!formation!and!
proliferation,! (iii)! matrix! production,! biofilm! maturation! and,! finally! (iv)! cell!
detachment! with! propagation! of! infection! [15>17,! 21].! Therefore,! biofilms! may!
represent! reservoirs! for! the! development! of! pathogenic! infections! [15>17,! 21].!
Biofilms!can!colonize!almost!every!kind!of!material!(metals,!ceramics!and!polymers)!
and! therefore!medical! devices! [24]! as!well! as! the! surface! of! dead!bone! and! living!
tissue! [25,! 26].! Biofilms! are! a! differentiated,! high>density! population! of!
microorganisms! that! are! surrounded! by! a! three>dimensional,! well>organized!
exopolymeric! matrix! (slime)! composed! of! polysaccharides,! proteins,! nucleic! acids!
Chapter!I!
!6!
and!lipids!produced!simultaneously!by!the!microorganisms!in!the!biofilm![27]!and!by!
proximal! host! cells! [27].! This! biofilm! matrix! is! characterized! by! its! resistance! to!
stressful!environmental!conditions![24].!There!are!a!variety!of!potential!mechanisms!
implicated! in! biofilm! resistance! to! antimicrobial! agents,! which! are! summarized! at!
Figure!2.!
!
Figure!2.!Some!proposed>biofilm!associated!resistance!mechanisms:!(1)!Antimicrobial!agents!may!fail!
to!penetrate!beyond! the! surface! layers!of! the!biofilm.!Outer! layers!of!biofilm!cells!absorb!damage.!
Antimicrobial!agents!action!may!be!impaired!in!areas!of!waste!accumulation!or!altered!environment!
(pH,! pCO2,! pO2,! etc).! (2)! Antimicrobial! agents! may! be! trapped! and! destroyed! by! enzymes! in! the!
biofilm!matrix.! (3)! Altered! growth! rate! inside! the! biofilm.! Antimicrobial! agents! may! not! be! active!
against! nongrowing! microorganisms! (persister! cells).! (4)! Expression! of! biofilm>specific! resistance!
genes!(e.g.,!efflux!pumps).!(5)!Stress!response!to!hostile!environmental!conditions!(e.g.,!leading!to!an!
overexpression!of!antimicrobial!agent>destroying!enzymes).!Adapted!from![28].!
!
Although!frequently!proposed!as!first!line!of!resistance,!the!restrictive!penetration!of!
antimicrobial! agents! and! immune! cells! into! the! biofilm!matrix,!may! not! be! a! real!
factor!as!showed!by!some!reports![29>31].!Indeed,!one!important!factor!may!be!the!
metabolic!state!of!the!bacteria!within!the!biofilm.!Implant>adherent!bacteria!are!in!
stationary!phase!of!growth!because!oxygen!and!glucose!are!limited!in!biofilms![32].!
This! allows! for! the! establishment! of! a! community! in! a! dormancy! state! that! is! less!
susceptible! to! antibiotics! (persister! cells),! increasing! the! odds! of! late! future!
reinfection! [12,! 33].! Also,! biofilm>protected! bacteria! can! release! enzymes,! (e.g.!β>
lactamases)! capable! of! destroying! antimicrobial! agents! [34].! Furthermore,! the!
biofilm! structure! facilitates! horizontal! gene! transfer! between! resistant! and! non>
resistant!microbial! strains! [24],!which! is! aggravated!by! the!elevated!mutation! rate!
promoted!by!inflammation![35].!Bacterial!communication!in!biofilms,!also!known!as!
quorum!!sensing!!(QS),!is!!crucial!!for!!survival!!of!!biofilm!bacteria.!Bacterial!functions!!
Plaktonic*bacteria*
Bioﬁlm*ac1ve*growing*bacteria*
Persister*bacteria*
Bioﬁlm*matrix*
An1bio1c*chelator*enzymes*An1microbial*agent*Quorum*sensors*
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under! QS! control! include! surface! attachment,! extracellular! polymer! production,!
biosurfactant!synthesis,! sporulation,!bioluminescence!and!the!secretion!of!nutrient!
sequestering!compounds!and!virulence!factors![36].!The!overall!result!is!an!antibiotic!
resistance!that!is!typically!10–1000!higher!in!biofilms!than!in!the!planktonic!form!of!
the! same! bacterial! species! [24,! 37].! Moreover! recent! research! data! have!
demonstrated! that! sub>therapeutic! doses! of! both! classical! and! recent! antibiotics!
may! induce! specific! gene! expression,! resulting! in! the! paradoxical! effect! of!
exarcebating!biofilm!formation![37>41].!!
Regarding! the! etiologic! agent! of! orthopedic! implant>related! infection,!
epidemiological! data! concerning! nearly! 800! orthopedic! clinical! isolates,! exclusively!
from! implant>related! infections,! reveal! that! about! 16%! of! infections! are!
polymicrobial.! A! very! large! proportion! is! caused! by! Staphylococci! (~4! out! of! 5),!
particularly!Staphylococcus$aureus!and!S.$epidermidis!that!account!together!for!2!out!
of!3!infection!isolates![14].!Of!greatest!concern,!is!the!fact!that!the!majority!of!these!
strains! no! longer! respond! to! penicillin! drugs! such! as! cephalosporins,! and! a! lower!
number! is! resistant! to! methicillin/oxacillin.! This! Methicillin/oxacillin! resistance!
represents!major!threat!as!these!strains!are!not!sensible!to!any!of!the!numerous!β>
lactam! drugs,! and! frequently! exhibit! multiresistance! to! several! drugs! of! different!
antibiotic! classes! such! as! aminoglycosides,! macrolides,! lincosamides,! tetraciclines,!
trimethoprim! and! sulfonamides! [14].! Other! species! involved! in! implant>related!
infections!are!depicted!on!Figure!3.!!!!!!!!!!!!
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Figure!3.!Frequency!of!main!pathogenic!species!among!orthopedic!clinical!isolates!of!implant>related!
infections.!(CNS:!Coagulase>negative!Staphylococci.)!Adapted!from![14].!
!
!
2.!Current!treatment!protocols!
!
Current! treatment! of! implant>related! infections! requires! the! optimal! surgical!
procedure! combined! with! long>term! antimicrobial! therapy.! Options! include! (i)!
debridement! plus! retention! of! the! prosthesis,! (ii)! One>stage! replacement,! which!
includes!the!removal!and!implantation!of!a!new!prosthesis!during!the!same!surgical!
procedure,! (iii)! Two>stage! replacement,! which! includes! removal! of! the! prosthesis!
with!implantation!of!a!new!prosthesis!during!a!later!surgical!procedure![1,!3].!In!this!
case!antibiotic>loaded!filler!may!be!placed!in!the!area!where!the!infected!bone!was!
removed! [42].!Procedure!choice!depends!on!multiple! factors!concerning!both!host!
conditions! and! pathogen! susceptibility.! Trampuz! &! Zimmerli! [43],! proposed! a!
modified!treatment!algorithm!depicted!in!Figure!4.!
!
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Figure! 4.! Surgical! treatment! algorithm! for! prosthetic! joint! infections.! *Difficult>to>treat!
microorganisms!include!microorganism!resistant!to!antibiotics!with!good!oral!bioavailability,!rifampin>
resistant! Staphylococci,! Enterococci,! quinolone>resistant! gram>negative! bacilli! and! fungi.! Adapted!
from![43].!
!
In!all!cases,!a!long>term!antimicrobial!therapy!is!mandatory,!which!may!span!from!4!
to! 12! weeks! [1,! 2].! Good! practice! includes! initial! intravenous! antibiotherapy,!
followed!by!oral!route,!in!order!to!have!a!faster!lowering!of!the!bacteria!load!at!the!
infection! site! [2].! Frequently,! therapy! includes! a! cocktail! of! different! classical!
antibiotics!in!order!to!avoid!resistance!emergence![1].!However,!one!of!the!problems!
associated! to! systemic!delivery!of!antibiotics! is! that! insufficient! concentrations!are!
reached! at! vascular! compromised! locations,! such! as! a! fracture! site! or! other!
compromised!tissues![12].!Increasing!the!dose!of!systemic!delivery!antibiotics!is!not!
the! answer,! as! this! approach! is! often! accompanied! by! systemic! renal! and! liver!
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toxicity.!Therefore,!a!common!protocol!is!to!combine!the!systemic!therapy!with!local!
delivery! of! antibiotics! [44].! Presently,! the! aminoglycosides! gentamicin! and!
tobramycin,! and! the! glycopeptide! vancomycin! are! the! most! commonly! used!
antibiotics!in!local!delivery!vehicles![12].!Table!2!summarizes!some!of!the!most!used!
prophylactic!delivery!systems!and!its!major!drawbacks.!
!
Table! 2.! Most! frequently! used! antibiotic! local! delivery! systems! in! clinical! settings,! and! its! major!
drawbacks.!
Local!delivery!system! Antibiotic! Drawbacks!
PMMA!bone!cement! Gentamicin!
Tobramycin!
!
>! Heat! generated! during! cement! polymerization!
can!promote!tissue!necrosis![45];!
>!Rapidly!reducing!local!antibiotic!levels![46];!
>! Permanent! presence! of! a! foreign! body,! which!
may!be!colonized!by!bacteria;!
>! Low>inhibitory! antibiotics! levels! over! an!
extended! period! of! time! can! induce! bacterial!
resistance![47];!
PMMA!Beads! Gentamicin! >! non>degradable,! additional! risk! for! acquiring!
new!intraoperative!infection!
>!incomplete!release!
Sponge>like!collagen! Gentamicin! >!biodegradable,!however,!the!mismatch!between!
the! rate! of! antibiotic! release! and! the! rate! of!
collagen! degradation! may! allow! bacteria!
attachment!via!MSCRAMMs!
PDLLA! intramedullary!
nail!coating!
Gentamicin! >! synthetic! biodegradable! implant,! however,! the!
acidic!degradation!products!of!PDLLA!might!evoke!
inflammatory!foreign!body!reaction![48]!
PMMA!–!poly(>methylmethacrylate);!PDLLA!–!poly(D,L>lactide)!
!
Although!aminoglycosides!are!the!most!widely!used!in!clinical!settings,!they!do!not!
represent!the!ideal!candidate!for!such!applications.!Indeed,!they!are!associated!with!
local! cytotoxicity,! and!bone! regeneration! impairment,! particularly! gentamicin! [49].!
Also,! aminoglycosides! have! reduced! activity! at:! low! pH,! low! oxygen>containing!
environment,!!in!!the!presence!!of!!calcium!!and!!magnesium!!ions,!!and!in!the!case!of!
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hyperosmolarity![50,!51].!Moreover,!gentamicin!has!already!a!high!level!of!resistant!
strains![52].!However,!in!opposition!to!most!antibiotics,!gentamicin!is!not!heat!labile,!
which!explains!its!wide!application!on!bone!cements.!
Therefore,! better! solutions! are! needed,! as! a! number! of! clinical! situations! remains!
without!answer,!or!with!a! significant! lost!of! function,! representing!a!high!humane!
and!also!economical!burden!as!infection!costs!treatment!are!many!fold!higher!than!
the!primary!implantation!of!the!device![11,!53,!54].!
!
3.!Current!research!strategies!
!
Research!community!pursues!the!endeavor!of!finding!new,!more!efficient!solutions!
for! both! prevention! and! treatment! of! implant>related! infections.! Because! the!
implant! is! an! ideal! surface! for! biofilm! formation,! and! the! current! prosthetic! bulk!
materials! have! already! reached! best! achievable! biomechanical! performances,! the!
most! convenient!way! to! interfere!with! the!early!phases!of!microbial! adhesion! is! a!
modification! of! the! surface! of! the! device! through! a! coating,! as! reviewed! in!
references:![12,!55>59].!To!this!end!two!classical!approaches!have!been!addressed:!
(i)! anti>adhesive! (non>fouling)! or! bacteria>repellent! surfaces! [60>64]! and! (ii)! anti>
infective!surfaces!(either!by!drug>delivery,!or!by!contact>killing![65>67])!as!depicted!
on!Figure!5.!!
!
Figure!5.!General!principles!of!antimicrobial!surfaces.!Adapted!from![68].!
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!3.1!Anti8adhesive!(non8fouling)!or!bacteria8repellent!surfaces!
!
The!physicochemical! properties!of! the! implant! surface,! such!as! surface! roughness,!
energy!and!potential,!are!fundamental!issues!in!the!initial!adhesion!and!subsequent!
growth!of!bacteria.!Non>fouling!surfaces!combine!one!or!more!approaches!in!order!
to! influence! the! amount! and/or! conformation! of! adsorbed! proteins,! preventing!
bacterial! adhesion! and! biofilm! formation.! Some! examples! are! UV! radiation! of!
titanium! surfaces! to! augment! wettability! [69],! passivating! proteins! (e.g.,!
albumin)[70],! use! of! anti>adherent! agents! bearing! negative! charges! [71],! polymer!
coatings! such! as! poly(ethylene! glycol)! (PEG),! poly(hydroxyethylmethacrylate)!
(PHEMA)![72,!73],!poly(methacrylic!acid)![74],!poly>urethanes![75],!or!even!bioactive!
polymers! such! as! chitosan,! which! possess! the! ability! to! inhibit! bacterial! adhesion!
and/or! to! kill! adherent! bacteria! [67].! Recently,! self>defensive! coatings! have! been!
development! by! using! thermoresponsive! polymeric! brushes! [76]! or! even! pH!
responsive! layer>by>layer! polymeric! coatings! [77].! Other! approach! is! the!
immobilization! of! antibacterial! enzymes! such! as! DNase! I! [56]! and! dispersin! B! [78]!
responsible!for!disruption!of!the!extracellular!polymeric!substances.!!
One! of! the! major! concerns! of! anti>adhesive! surfaces! is! that! by! avoiding! protein!
adsorption! and! bacterial! adhesion,! cell! adhesion! may! also! be! prevented,! thus!
impairing!full!integration!of!the!implanted!biomaterial.!!
!
!3.2!Anti8infective!surfaces!
3.2.1%Drug%release%systems%
!
Surfaces!combined!with!antibiotics!or!other!biocidal!substances!have!the!advantage!
of! delivering!drugs!directly! to! the! implant! site,! resulting! in! locally! high!drug!doses!
without!exceeding! the! systemic! toxicity! level! of! the!drug,! thus!preventing!harmful!
side! effects! [66].! Several! antimicrobial! surfaces! have! been! described! in! the!
literature,! including!non>antibiotic!antimicrobial!agents!such!as!silver,!salicylic!acid,!
chlorhexidine!and!nitric!oxide![66,!79>81].!However,!many!of!these!compounds!are!
associated!!!with!!!anaphylaxis,!!!cytotoxicity!!!or!!!low!!efficiency!!![79,!80].!!!Also,!!!QS!
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!inhibitors!have!been!proposed!for! its!antimicrobial!activity.!Early! interference!with!
QS!may!prevent! implant>associated! infection,!as!this!communication!system!allows!
bacteria! to! detect! their! local! population! density! and! to! coordinate! their! gene!
expression![82].!The!major!problem!associated!with!these!compounds!application!is!
their!possible!cytotoxic!and!mutagenic!effects![2].!The!QS!inhibitor!RNAIII>inhibiting!
peptide!(RIP)!has!been!evaluated! in$vitro!and! in$vivo.! In!a!rat!model,!RIP!coating!to!
bone! cement! beads! prevented! S.$ aureus! infection! [83].! However,! therapeutic!
efficacy!of!this!concept!has!not!yet!been!shown!clinically.!
These! limiting! aspects! prompt! the! use! of! true! antibiotics! such! as! vancomycin,!
tobramycin,!cefalozin,!teicoplanin,!carbenicillin,!amoxicillin,!penicillin,!ampicillin!and!
gentamicin![66,!84>87],!with!the!above!mentioned!resistance!challenge.!The!release!
strategy!offers!the!potential!for!extended!activity,!but!has!to!date!failed!to!achieve!
delivery! of! a! sustained! and! effective! dosage! over! a! relatively! prolonged! period! of!
time,!which!may!result!sub>inhibitory!levels!that!may!induce!resistance!development!
[12].!
!
3.2.2%Covalently%immobilized%drugs%
!
To! address! the! resistance! induction! by! sub>inhibitory! antibiotic! levels! issue,! there!
has! been! an! increased! interest! in! covalent! attachment! of! drugs! to! the! implant!
surface.!The!advantages!of!covalent!attachment!of!the!drug!to!the! implant!surface!
are! long>lasting! antimicrobial! activity,! low! incidence! of! side! effects! and! non>
accumulation! in!tissues!(brain,! liver!and!spleen)! [79].!For!example,!vancomycin!has!
been!successfully!attached!to!titanium!and!proven!to!be!bactericidal!to!S.$aureus!and!
S.$epidermidis![16,!79,!87].!In!addition,!Aumsuwan!et$al.![87]!reported!the!covalent!
attachment!of!penicillin!and!ampicillin! to!expanded!polytetrafluoroethylene.!When!
these! drugs! were! immobilized! through! a! PEG>spacer,! the! surfaces! displayed! high!
antimicrobial! efficiency! among! their! spectrum!of! activity,! indicating! that! antibiotic!
mobility!is!essential!to!activity.!However,!the!effectiveness!of!coatings!with!classical!
antibiotics!is!strongly!dependent!on!the!spectrum!of!activity!of!the!chosen!drug,!and!
the!possibility!of!development!of!antimicrobial! resistance! in!a! relatively!short! time!
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period![88].!Therefore,!alternative!answers!must!be!developed.!There!is!a!clear!need!
for! a! broad>spectrum! antimicrobial! that! prevents! colonization! of! biomaterials,!
minimizes!the!development!of!bacterial!resistance,!displays!long>term!stability,!even!
through! the! sterilization! process,! and! has! a! low! cytotoxic! profile.! Antimicrobial!
peptides!have!the!potential!to!meet!these!criteria![89>93]!and!therefore!represent!a!
promise!for!the!new!generation!of!antimicrobial!surfaces.!
!
3.3!Alternative!strategies!to!coatings!
!
Innovative!alternative!measures!to!antimicrobial!coatings!have!been!proposed!such!
as!vaccination!against!biofilms![94],!and!the!application!of!a!cathodic!current!directly!
to!the!bulk!titanium!implant!material![95].!!
Whether! vaccination! against! staphylococcal! infection! is! a! promising! means! to!
control! staphylococcal! diseases! is! controversial.! The! crucial! problem! for! vaccine!
development! is! the! identification! of! a! relevant! antigen! that! is! present! in! the!
planktonic! and! biofilm! state! of!most! clinical! strains! [94].! However,!many! antisera!
that!have!been! raised! for!example! to!exopolysaccharide! intercellular!adhesin! (PIA)!
[96]! and! several! surface! proteins,! such! as! fibronectin>binding! protein! [97],! have!
proven!effective! in! animal! infection!models.!Nevertheless,!many!of! these! vaccines!
still!need!to!be!tested!for!their!usefulness!against!biofilm>associated!infections![21].!!
The!application!of!a!constant!cathodic!voltage!of!1.8V!to!commercially!pure!Ti!for!1h!
was! able! to! significantly! reduce!Methicillin>resitant! Staphylococcus$ aureus! (MRSA)!
viability!both!in$vitro!and!in$vivo$[95].!However,!such!strategy!was!not!yet!applied!to!
titanium!alloys,!more!frequently!used!as!orthopedic!implant!material.!
!
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1.(Antimicrobial(peptides,(new(therapeutic(solution?(
( !
In% the% last% decades,% resistance% to% new% antibiotics% has% appeared% in% microbial%
populations% within% a% few% years% of% the% introduction% of% a% new% therapeutic% drug,% as%
depicted%in%Figure%1%[1].%
%
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%
%
Figure(1.%Date%of%discovery%and%of%resistance%of%classical%antibiotics.%At%most%there%is%roughly%60%years%
between%antibiotic%discovery%to%the%first%incidence%of%resistance%to%that%same%antibiotic.%Adapted%from%
[1].%
%
The% decline% in% the% effectiveness% of% current% therapies% has% led% to% a% search% for% new%
kinds%of%agents,%including%antibiotics%based%on%antimicrobial%peptides%(AMPs),%which%
are% part% of% the% innate% immune% system% of% all%multicellular% organisms% [2T6].% So% far,%
more% than% 2400% AMPs% have% been% reported% in% the% antimicrobial% peptide% database%
(http://aps.unmc.edu/AP/main.php),%which%have%been% isolated%from%a%wide%variety%
of%animals,%plants,%bacteria,% fungi%and%viruses% [6].%The%AMPs%comprise%a%chemically%
and% structurally% heterogeneous% family.% Nevertheless,% three% characteristics% are%
shared%by%almost%all%known%AMPs:% (i)% small% size% (10% to%100%amino%acids),% (ii)%highly%
cationic%character,%though%with%large%variations%in%the%net%positive%charge%(+2%T%+9);%
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(iii)% tendency% to% adopt% amphipathic% structures,% i.e.% structures% with% separate%
hydrophobic%and%hydrophilic%domains,% in%nonTpolar%media%[7].%These%peptides%offer%
several% attractive% advantages% as% therapeutic% drugs:% they% exhibit% bactericidal,%
fungicidal,% viricidal,% tumoricidal,% endotoxin% neutralization% and% immunomodulatory%
properties,%they%act%at%a%very%low%concentration,%and%they%are%less%likely%to%promote%
bacterial%resistance%[4,%6T8].%Unlike%conventional%antibiotics%such%as%penicillin,%which%
microbes% readily% deceive,% acquisition% of% resistance% by% a% sensitive% microbial% strain%
against% AMPs% is% less% probable.% Indeed,% it% takes% 30% passages% for% Pseudomonas*
aeruginosa%in%subminimal%inhibitory%concentration%peptide%to%increase%its%resistance%
by%twoT%to%fourfold%[9],%whereas%under%the%same%conditions,%resistance%to%gentamicin%
can%increase%by%190Tfold%[10].%%
%
2.(AMPs(mechanism(of(action(!
The%exact%mechanism%of%action%of%AMPs% is%still%not% fully%understood.%However,% it% is%
widely%assumed%that%the%principal%target%of%AMPs% is%the%plasma%membrane.%As%this%
structure% is% vital% for% all% cells,%membrane%destabilization%may% cause% cell% death% [11].%
Therefore,% the% low% cytotoxicity% towards% mammalian% cells% may% be% explained% by%
membrane%composition.%Bacterial%membranes%are%organized%in%such%a%way%that%lipids%
with% negatively% charged% phospholipid% headgroups% heavily% occupy% the% outermost%
leaflet%of%the%bilayer.% In%contrast,%the%outer% leaflet%of%the%membranes%of%plants%and%
animals%is%composed%principally%of%lipids%with%no%net%charge.%Here%most%of%the%lipids%
with%negatively%charged%headgroups%are%segregated%into%the%inner%leaflet,%facing%the%
cytoplasm%[12]%(Figure%2).%
%
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%
Figure(2.%The%membrane%target%specificity%of%antimicrobial%peptides.%Adapted%from%[12].%
%
There% is% a% consensus% regarding% the% initial% steps% of% AMPs% interaction%with% bacterial%
membranes,% which% includes% the% following:% (i)% cationic,% i.e.% positively% charged,%
peptides% are% electrostatically% attracted% to% the% negatively% charged% microbial% cell%
membranes,% then% (ii)% AMPs% adopts% an% amphipathic% structure% upon% binding% to% the%
phospholipid% membrane,% adapting% to% the% specific% conditions% at% the% membrane–
water% interface.%This% interaction%is%generally%believed%to% lead%to%a% lethal% increase%in%
the%permeability%of%the%cell%membrane%[5].%The%most%cited%models%to%explain%AMPs%
membrane%interaction%are:%barrel%stave%pore%model,%toroidal%pore%model%and%carpet%
model%(Figure%3).%In%the%barrel%stave%pore%model,%peptides%interact%laterally%with%one%
another% to% form% a% specific% structure% enclosing% a% waterTfilled% channel,% much% like% a%
protein% ion%channel.% In% the% toroidal%pore,% specific%peptide–peptide% interactions%are%
not% present% but,% instead,% peptides% affect% the% local% curvature% of% the% membrane%
cooperatively%such%that%a%peptide–lipid%toroid%of%high%curvature%forms.%In%the%carpet%
model,% antimicrobial% peptides% accumulate% on% the% membrane% surface% with% an%
orientation% that% is% parallel% to% the% membrane.% When% peptide% concentration% has%
reached%a% critical% level% (i.e.,% a%peptideTrich% ‘‘carpet’’%has% formed%on% the%membrane%
surface),%permeabilization%occurs%via%global%bilayer%destabilization.%
Cholesterol)
Acidic)Phospholipids)
Zwi2erionic)Phospholipids)
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%
Figure( 3.% Firstly% proposed% models% for% the% mechanism% of% action% of% membraneTactive% antimicrobial%
peptides%(AMPs).%Adapted%from%[13].%
%
How% this% interaction% ends% in% fatal% outcome% still% remains% to% be% determined.%Many%
hypotheses% have% been% proposed% meanwhile,% based% on% the% understanding% of%
different%known%AMPs.%Figure%4%summarizes%some%of%these%hypotheses.%
%
Figure( 4.% Current% proposed% mechanisms% of% action% of% antimicrobial% peptides% (AMPs,% in% red).% Each%
model%has%a%studied%AMP%presented%in%red.%Adapted%from%[6].%Abbreviations%used%in%the%figure:%OM,%
outer% membrane;% IM,% inner% membrane;% PGN,% peptidoglycan;% LTA,% lipoteichoic% acid;% LPS,%
lipopolysaccharide,%MLT,%maltose%transporter.%
%
Barrel&Stave&model& Toroidal&pore&model& Carpet&model&
!
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New%proposed%putative%mechanism%of%action%include:%a)%cell%wall%synthesis%inhibition%
(ligation% to%UppP%enzyme%or% to%maltose%ABC% receptors)%as%observed% for% the%AMPs,%
Lactococcin%G%and%Enterocin%1071%or%Gravicin%ML;%b)%Autolysin%release%by%membrane%
interaction%by%the%AMPs,%RTD2%and%lantibiotic%Pep5;%c)%RNA%polymerase%inhibition%by%
the% AMP,% MccJ25% and% binding% to% ribosomal% proteins% promoting% protein% synthesis%
inhibition% by% the%AMPs,% apidaecins,% oncocins% and%Bac7;% d)% interaction%with% nucleic%
acids% by% the% AMP,% Buforin% II,% between% others% [6,% 14].% Furthermore,% some% cationic%
peptides% bind% to% lipopolysaccharide% (LPS)% and% lipoteichoic% acid% (LTA)% with% high%
affinity% (competitively% displacing% membraneTstabilizing% bivalent% cations% Ca2+% or%
Mg2+),% disrupting% these% sites% and% leading% to% enhanced% uptake% of% cationic% peptides%
across% the% outer% membrane% (selfTpromoted% uptake% process).% This% property% is%
responsible% for% a% two%additional% advantages:% antiTendotoxin% activity,% in% contrast% to%
other% antibiotics,% which% induce% endotoxinaemia,% and% ‘‘enhancer’’% activity% (i.e.%
synergy%with%classical%antibiotics)%[5,%15,%16].%%
Nevertheless,% it% is% well% established% that% the% first% principal% target% of% AMPs% is% the%
plasma% membrane.% This% fact% may% explain% why% AMPs% are% not% prone% to% promote%
resistance,%as%a%microorganism%would%have%to%redesign%its%membrane,%changing%the%
composition%and/or%organization%of%its%lipids,%which%represent%an%expensive%solution%
for%most%microbial%species.%
Still,% some%resistance%mechanisms%have%been%reported% in%GramTpositive%and%GramT
negative%bacteria.%For% instance,%some%GramTpositive%bacteria%(e.g.%S.*epidermidis,*S.*
aureus)% can% express% an% AMP% sensor% system% that% has% been% proposed% to% regulate%
selected%resistance%genes%when%the%bacteria%come%into%contact%with%AMPs%[17T19].%
These%resistance%genes%include%dltToperon,%which%is%responsible%for%DTalanylation%of%
teichoic%acid;%mprF,%which%mediates% the% incorporation%of% lysylTphosphatidylglycerol%
in%the%cytoplasmic%membrane%(both%of%these%genes%decrease%the%negative%net%charge%
of% the% cell% envelope);% and% the% vraFG% genes% of% a% transport% system% [17,% 18,% 20T22].%
Other% reported% resistance%mechanisms% include% protease% inhibitors,% such% S.* aureus%
IsdA% surface% protein% [23],% and% biofilm% stabilizers% such% PIA% [24].% Nevertheless,%
bacterial%resistance%mechanisms%to%AMPs%differ%with%regard%to%efficiency,%specificity%
and%distribution%among%species%[17],%and%natural%AMPs%have%evolved%to%avoid%some%
of% these% resistance% mechanisms.% Moreover,% synthetic% AMPs% can% be% rationally%
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engineered%(de*novo%AMPs)%to%circumvent%specific%bacterial% resistance%mechanisms%
based% on% the% specific% application% (target% bacteria,% environment,% etc.),% as% well% as%
enhanced%activity%and%very% low%cytotoxic%properties% [25].%These%de*novo%AMPs%are%
distinct% from% those% in% nature,%with% simpler% but% rationally% engineered% composition,%
obtained% by% varying% the% amino% acid% content% and% sequence% and% overall% peptide%
length.% New% tools% such% as% robotics% and% machine% learning% are% being% developed% to%
facilitate%rational%design%of%peptides,%minimizing%the%number%and%amount%of%peptides%
synthesized% and% tested.% These% novel% peptides% are% then% tested% in* vitro% to% identify%
those%with%enhanced%antimicrobial%activity,%which%go%on%to%become%templates%for%the%
synthesis%of%new%libraries.%One%example%is%quantitative%structure︎Tactivity%relationship%
modeling% (QSAR)%analysis.%Cherkasov%et*al.%used% the%bovine%cathelicidin%bactenecin%
as%the%initial%template%to%iteratively%generate%two%large%9Tamino%acid%peptide%libraries%
with%enhanced%biological%activity% [26].%Another%example% is%designing%shorter%AMPs,%
derived% from% a% highly% effective% and% broadTspectrum% synthetic% AMP,% MSIT78% (22%
residues),% by% truncating% this% peptide% at% the%NT% and/or% CTtermini%while% spanning% its%
entire%sequence%with%1%amino%acid%shifts%[27,%28].%
Finally,% although% the% commercial% development% of% AMPs% has% been% limited,% several%
peptides%have%shown%outstanding%in*vitro%activities%against%multiTresistant%pathogens%
and% have% entered% Phase% III% clinical% trials% (e.g.,% pexiganan% and% omiganan).% To% date,%
however,% none%has%been%approved%or% commercialized% for% clinical% use% [29].%Nisin% is%
still%the%only%commercialized%AMP%that%has%been%approved%as%a%food%additive%in%the%
United%States%and%Europe%(food%additive%E234)[30].%
The%toxicity%associated%with%some%AMPs%is%usually%related%to%the%high%concentrations%
used%to%compensate%for%the%relatively%short%halfTlife%of%AMPs%due%to%a%rapid%protease%
digestion% [31],% or% to% peptide% aggregation% [32].% Moreover,% the% broadTspectrum%
antimicrobials%also%carry%the%risk%of%eradicating%the%natural%flora,%thereby%providing%a%
niche%for%opportunistic%pathogens%such%as%fungi%to% invade%[8].%These%characteristics%
have%limited%the%use%of%AMPs%in%applications%that%require%systemic%distribution%of%the%
antimicrobial.%However,%AMPs%are%designed%to%work%at%local%surfaces%in%most%of%their%
natural%applications.%Thus,% stable% immobilization%of%AMPs%onto%a%biomaterial% could%
be%the%pathway%to%overcome%these%difficulties%[33].%
%
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3.(Immobilization(of(an(antimicrobial(peptide(
%
AMPs%immobilization%represents%a%way%of%developing%a%local%therapy.%Immobilization%
can%be%performed%both%through%physical%adsorption%and%covalent%tethering.%
3.1(AMPs(immobilization(through(physical(methods(!
One%of%the%easiest%methods%for%AMP%immobilization%is%by%simple%physical%adsorption.%
Bower% et* al.,% assessed% the% effect% of% Nisin% adsorbed% onto% Polyvinyl% Chloride% (PVC)%
suction% catheter% tubing% [34].% After,% both% in* vitro% and% in* vivo% studies% the% material%
revealed% to% have% activity% but% not% in% a% sustained% manner% (only% until% 5h% after%
application).%On%the%other%hand,%Gopinath%et*al.,%tested%pexiganan%incorporated%onto%
collagen,%both%in*vitro%and%in*vivo%on%a%rat%wound%infection%model%[35].%Again,%activity%
was%sustained% for%a% short%period%of% time% (72h).%Among% the%physical% immobilization%
methods,% layerTbyTlayer% (LbL)%has%been% the%most%explored% technique% to% immobilize%
AMPs%on% surfaces.% In% this%approach,%which% is%based%on% the%alternate%adsorption%of%
polycations%and%polyanions%on%a%solid%substratum,%AMPs%can%be%simply%embedded%in%
the%multilayer% architecture% to% prepare% functional% films% [36].% The% number% of% layers%
(thickness)%of%the%LbL%coatings,%determine%the%amount%of%AMPs%bound%to%the%surface.%
For% instance,%Etienne%et*al.,% incorporated% the%peptide%defensin% into%polyelectrolyte%
multilayer%films,%promoting%a%98%%growth%inhibition%of%Escherichia*coli%at%the%surface%
when%10%antimicrobial%peptide%layers%were%inserted%in%the%film%architecture%[37].%This%
approach% is,% however,% restricted% to% the% use% of% highly% charged% and% waterTsoluble%
AMPs,% which% are% not% so% frequently% encountered.% And% as% stressed% out% by% Alves% et*
al.,[38]% the%electrostatic% interactions%between%the%peptides%and% the%polyelectrolyte%
matrix% may% denature% the% peptide% or% reduce% its% motility,% which% therefore%
compromises% its% antimicrobial% activity.% Other% approach% used% nonTwaterTsoluble%
AMP,% gramicidin% A% conjugated% with% a% nonTdenaturing% amphiphilic% polysaccharide%
(hydrophobically% modified% carboxymethylpullulan)% to% obtain% a% negatively% charged%
complex% that% was% LbL% assembled% with% cationic% poly(LTlysine)% to% form%
biofunctionalized% films.% These% films%exhibited% a% strong%antibacterial% activity% against%
Enterococcus*faecalis% [39].%Again,%the%number%of% layers%controlled%the%effectiveness%
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of% the%antibacterial%activity.%Nevertheless,% the% lacking%of%a% sustained% release%of% the%
AMPs%is%still%a%drawback%of%such%system.%%
Shukla%et* al.,% proposed% controlling%AMP% release% by% using% hydrolytically% degradable%
LbL% assembled% films% [40].% The% AMP% Ponericin%G1%was% successful% incorporated% into%
polyelectrolyte% assemblies% based% on% a% hydrolytically% degradable% cationic% poly(βT
amino%ester)%and%an%anionic%polyanion%such%as%alginic%acid.%The%films%obtained%were%
able%to%inhibit%S.*aureus%attachment%over%10%days%owing%to%the%degradation%of%poly(βT
amino% ester).%Moreover,% release% profiles% could% be% controlled% by% changing% the% film%
microstructure%[40].%
Although%the%physical%entrapment%of%AMPs%into%polymer%layers%has%been%successfully%
explored% to% prepare% antibacterial% coatings,% there% are% some% drawbacks% associated%
with%these%strategies%that%limit%their%application%into%biomaterial%implants%or%medical%
devices.% The% gradually% decreasing% level% of% released% peptide% may% lead% to% subT
inhibitory%concentrations%in%the%surrounding%bulk,%which%may%provide%conditions%for%
development% of% microbial% resistance.% Another% concern% inherent% to% physical%
immobilization% strategies% is% related% to% the% longTterm% stability% of% these% assemblies,%
which%are%still%largely%not%reported.%
3.2(AMPs(chemical(covalent(immobilization(
%
Covalent% immobilization% of% AMP% can% increase% their% longTterm% stability% while%
decreasing% their% toxicity,% as% compared% to% incorporation% approaches% on% leachT% or%
releaseTbased%systems% [32,%33,%41,%42].%Furthermore,% the%proper%orientation%of% the%
peptide% may% result% in% enhanced% activity% [43].% Table% 3% summarizes% the% different%
covalent%immobilization%strategies%reported%to%date.%%
%
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      E. coli A
TC
C
 25922 
[16] 
FK
V
K
FK
V
K
FK
 
PEG
-PS
 R
esin beads 
Peptide-resin 
conjugates 
w
ere 
synthesized 
by 
using 
Fm
oc 
(9-fluorenylm
ethoxycarbonyl)-chem
istry. 
To 
investigate the effect of the resin on the activity, the 
β-sheet 
peptide 
w
as 
conjugated 
w
ith 
4-
M
ethylbenzhydrylam
ine hydrochloride (M
B
H
A
)-resin 
S
. 
aureus 
A
TC
C
 
6538, 
M
icrococcus luteus A
TC
C
 9341, 
P. aeruginosa A
TC
C
9027, E. coli 
A
TC
C
 25922 
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[48] 
6K
8L 
PEG
-PS
 R
esin beads 
The peptide w
as synthesized by solid-phase peptide 
synthesis on a PEG
-m
odified polystyrene resin (PEG
-
PS
) using Fm
oc-chem
istry. The antim
icrobial activity of 
the 
peptide-resin 
conjugate 
w
as 
evaluated 
against 
different m
icroorganism
s. 
B
. subtilis (w
ild-type PB
2, 168 
M
arburg strain27), E. coli O
157 
: H
7 A
TC
C
 33150, 
K
luyverom
yces m
arxianus, L.  
m
onocytogenes A
TC
C
 689426, 
P.  fluorescence, S
alm
onella 
typhim
urium
 H
 3380 phage 
type D
T 104, S
erratia 
liquefasciens and S
.  aureus 
A
TC
C
 13566.  
 
[49] 
 
122 variant peptides of 2 
starting 
sequences: 
B
ac2A
 and Indolicidin 
C
ellulose bifunctional resin TG
S
 (1–6-
dichloro-1-B
eta-dideoxy-B
eta-
fructofuranos 
M
-chloro-4-deoxy-
galactopyranoside) N
H
2/R
A
M
 (p- 
[(R
,S
)-a-[1-(9H
-fluren-9- yl)- 
m
ethoxyform
am
ido]-2,4- 
dim
ethoxybenzyl]-phenoxyacetic acid) 
M
icrotiter plate 
Peptides w
ere: 
︎ (i) directly synthesized on a cellulose support using a 
cellulose-am
ino-hydroxypropyl ether linker 
chem
istry or; 
 (ii) directly synthesized onto a bifunctional resin or; 
 (iii) directly bound to the m
icrotiter plate via biotin–
streptavidin interaction. 
• 
A
M
P orientation w
as controlled  
• 
N
o spacers 
 
M
ini-Tn5-luxfliC
::lux 
C
D
A
B
E 
strain 
H
1001 
of 
P. 
aeruginosa 
PA
O
1, S
. aureus A
TC
C
 25923, 
C
. albicans (lab isolate). 
     [50] 
     Tet-213 
     Poly (N
,N
-dim
ethyacrylam
ide) (PD
M
A
) 
brush coated Ti 
     S
ynthesis 
of 
peptide 
im
m
obilized 
polym
er 
layers 
involves 
i) 
surface 
im
m
obilization 
of 
atom
 
transfer 
radical polym
erization (A
TR
P) initiator, ii) A
TR
P of D
M
A
 
and 
A
PM
A
 
from
 
the 
surface, 
and 
iii) 
m
aleim
ide 
functionalization 
of 
copolym
er 
brushes 
follow
ed 
by 
peptide conjugation 
• 
A
M
P 
orientation 
controlled 
(C
ys 
added 
C
-
term
inal) 
• 
S
pacer obtained by brush strategy 
• 
A
nti-biofilm
 assessm
ent 
• 
In 
vitro 
cytotoxicity 
testing 
(M
G
-63 
O
steoblast-like cells) 
• 
In vivo testing (R
at) 
 
     P. aeruginosa PA
01 expressing 
a 
luciferase 
gene 
cassette 
(luxC
D
A
B
E) 
[51] 
IG
-25 
oligo-(ethylene 
glycol) 
(O
EG
) 
term
inated silicon surfaces 
C
uI-catalyzed 
azide–alkyne 
cycloaddition 
(C
uA
A
C
) 
of 
an 
azide 
m
odified 
A
M
P 
onto 
oligo-(ethylene 
glycol) 
(O
EG
) term
inated silicon surfaces  
• 
A
M
P orientation controlled (C
-term
inal azide-
IG
-25) 
• 
D
ifferent A
M
P densities tested 
• 
In vitro cytotoxicity testing (N
IH
3T3 fibroblast 
cells) 
 
P. aeruginosa PA
01 
!
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 [52] 
 N
isin 
 m
ulti-w
alled 
carbon 
nanotubes 
(M
W
N
Ts) 
 M
W
N
Ts w
ere first m
odified w
ith C
O
O
H
 groups by using 
concentrated H
2 S
O
4  and H
N
O
3 ."
The m
odified M
W
N
Ts 
w
ere grafted w
ith PEG
1000 (M
w
≈1000) as a spacer via 
esterification 
reaction."
M
W
N
T–PEG
 
w
as 
linked 
w
ith 
nisin using hexam
ethylene diisocyanate as a coupling 
agent and dibutyltin dilaurate as a catalyst. 
• 
A
nti-biofilm
 assessm
ent 
 
 E. 
coli 
(A
TC
C
 
8739), 
P. 
aeruginosa 
(A
TC
C
 
9027), 
S
. 
aureus 
(A
TC
C
 
6538) 
and 
B
. 
subtilis (A
TC
C
 6051) 
[53] 
S
ES
B
V
 and V
EG
F 
Titanium
 discs 
A
cid-treated 
titanium
 
substrates 
w
ere 
im
m
ersed 
in 
dopam
ine 
and 
then 
incubated 
w
ith 
the 
peptide 
solutions 
• 
A
M
P random
nly im
m
obilized 
• 
N
o spacer 
• 
In 
vitro 
cytotoxicity 
testing 
(corneal 
fibroblasts) 
 
B
acillus 
cereus 
(A
TC
C
 
14579), 
E. coli (A
TC
C
 35218) 
  [54] 
  C
hrysophsin-1 
and 
cys-
chrysophin-1 
  S
ilicon dioxide and gold crystals 
  A
PTS
 
silanization 
follow
ed 
by 
succinim
idyl-[(N
-
m
aleim
idopropionam
ido)-dodecaethyleneglycol] 
functionalization w
ith subsequent incubation w
ith cys-
peptide 
• 
N
-term
inal orientation 
• 
C
om
pared w
ith adsorbed peptide 
• 
A
ssessm
ent of peptide leaching 
 
  E. coli H
B
101 (A
TC
C
 33694) 
[55] 
m
elim
ine 
G
lass coverslips 
M
aleim
ide-functionalized glass w
as then treated w
ith 
crosslinker or 4-azidobenzoic acid and irradiation w
ith 
U
V
-light (320nm
) 
 
S
. aureus strain 38 or P. 
aeruginosa PA
O
1 
 
 
 
Three 
different 
orientations 
w
ere 
investigated 
by 
adding a cysteine residue to the N
-, C
-term
inus or at a 
central point (position 13) in the peptide. 
• 
N
o spacer included 
• 
A
M
P orientation studied  
 
    
[56] 
M
againin I 
Titanium
 coupons 
C
atecol 
(3,4-D
ihydroxyphenylacetic 
acid) 
titanium
 
functionalization 
w
as 
follow
ed 
by 
PEG
 
(O
,O
′-bis(2-
am
inoethyl)poly(ethylene glycol), M
w
 3000) tethering 
by carbodiim
ide chem
istry, follow
ed by A
M
P tethering 
again through carbodiim
ide chem
istry 
• 
A
nti-biofilm
 assessm
ent 
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[57] 
IG
-25 
fluorous 
slide, 
or 
Fluoroperm
 
60 
contact lens 
The fluorous surfaces w
ere dip-coated w
ith fluorous-
tagged 
oligo(ethylene) 
chain 
term
inated 
w
ith 
an 
alkynyl 
group."
N
-term
inal 
azide-IG
-25 
w
as 
im
m
obilized 
through 
click-chem
istry. 
O
ther 
surface 
w
as obtained by covalent im
m
obilization of IG
-25 free 
am
ines through carbodiim
ide chem
istry 
• 
A
M
P orientation w
as assessed (N
-term
inal vs 
random
 im
m
obilization) 
 
P. aeruginosa PA
O
1 
[58] 
C
W
R
11 
PD
M
S
 
A
llyl G
lycidyl Ether (A
G
E) polym
er brush synthesis on 
PD
M
S
 slides perform
ed by continuos plasm
a activation 
and 
U
V
 
treatm
ent. 
Then 
the 
surface 
w
ere 
functionalized 
w
ith 
M
aleim
ide-PEG
-am
ine 
and 
finally 
the peptide w
as tethered 
• 
R
andom
 im
m
obilization 
• 
S
tability testing 
• 
A
nti-biofilm
 testing 
• 
In vitro cytotoxicity testing w
ith hum
an red 
blood ceels and sm
ooth m
uscle cells C
C
-2571 
E. coli (A
TC
C
 8739), S
. aureus 
(A
TC
C
 6538) and P. aeruginosa 
(A
TC
C
 
9027 ; 
PA
O
1, 
green 
fluorescence 
protein 
(G
FP)-
expressing strain 
 [59] 
 m
elim
ine 
 etafilcon A
 lenses 
 Im
m
obilization by the free am
ines after activation of 
the C
O
O
H
 of the contact lenses w
ith N
H
S
/ED
C
  
• 
R
andom
 A
M
P orientation  
• 
D
ifferent A
M
P densities tested 
• 
H
eat stability and hypertonic solution testing 
• 
In vitro cytotoxicity (m
urine L929 cells) 
• 
C
om
pared 
against 
a 
surface 
w
ith 
physically 
adsorbed A
M
P 
 P. aeruginosa 6294, S
. aureus 
31, P. aeruginosa A
TC
C
 9027, 
S
. aureus A
TC
C
 6538, S
erratia 
m
arcescens 
A
TC
C
 
13880, 
C
. 
albicans A
TC
C
 10231, Fusarium
 
solani 
A
TC
C
 
36031, 
A
cantham
oeba  castellanii A
TC
C
 
50370, 
P. 
aeruginosa 
31, 
P. 
aeruginosa 
34, 
P. 
aeruginosa 
35, 
P. 
aeruginosa 
37, 
P. 
aeruginosa 142, S
. aureus 60, 
S
. aureus 61, S
. aureus, 62 S
. 
aureus 110, S
. aureus 103. 
 
[60] 
G
L13K
 
C
om
m
ercially 
pure 
(cp) 
grade 
2 
titanium
 
titanium
 sam
ples w
ere silanized w
ith C
PTES
 and then 
incubated w
ith A
M
P (random
 im
m
obilization by A
M
P 
free am
ines) 
• 
com
pared against a non-A
M
P 
• 
com
pared w
ith physically asorbed surface 
• 
S
urface 
stability 
testing 
(ultrasonication 
in 
deionized w
ater for 2 h, and after 5 and 8 
days of im
m
ersion in PB
S
) 
• 
A
nti-biofilm
 assessm
ent 
• 
In vitro cytotoxicity testing (H
um
an gingival 
fibroblasts 
(H
G
F) 
and 
M
C
3T3-E1 
m
urine 
osteo- blasts (O
B
)) 
 
Porphyrom
onas gingivalis A
TC
C
 
33277 
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 [61] 
 inverso- 
C
ysH
H
C
10 
(H
-
ckrw
w
kw
irw
-N
H
2, 
all 
D
-
enantiom
er) 
 poly(ethylene terephthalate) surface 
 Pentaerythritol tetrakis(3-m
ercaptopropionate) (PTM
P) 
crosslinker +
 poly(ethylene glycol) diacrylate (PEG
D
A
) 
spacer 
+
 
A
M
P 
is 
m
ixed 
w
ith 
poly(ethylene 
terephthalate) surface and U
V
 irradiated to prom
ote a 
thiol-ene click 
• 
A
M
P 
orientation 
controlled 
by 
C
ys 
at 
C
-
term
inal 
• 
D
ifferent A
M
P densities tested 
• 
S
urface 
stability 
and 
activity 
w
as 
assessed 
using 
different 
pH
 
and 
plasm
a 
proteins 
presence 
 
 S
. 
aureus 
(A
TC
C
 
49230), 
S
. 
epiderm
idis (A
TC
C
 35984). 
[62] 
hLF1-11 
C
om
m
ercially 
pure 
(cp) 
grade 
2 
titanium
 
titanium
 sam
ples w
ere silanized w
ith either A
PTES
 or 
C
PTES
 and then m
ixed w
ith pre-prepared A
M
P : hLf1-
11, 
+
 
3 
units 
of 
6-am
inohexanoic 
acid 
(A
H
A
) 
as 
a 
spacer 
and 
3-m
ercaptopropionic 
acid 
(M
PA
) 
as 
the 
anchoring 
m
oiety 
(M
PA
-A
H
A
-A
H
A
-A
H
A
- 
G
R
R
R
R
S
V
Q
W
C
A
-N
H
2 ) 
• 
A
M
P orientation controlled (C
-term
inal) 
• 
D
ifferent A
M
P densities tested 
• 
In 
vitro 
C
ytotoxicity 
(H
um
an 
foreskin 
fibroblasts) 
 
S
treptococcus 
sanguinis 
(C
EC
T 
480, 
C
olección 
Española 
de 
C
ultivos 
Tipo 
(C
EC
T), 
S
pain) 
and"
Lactobacillus 
salivarius 
(C
C
U
G
 
17826, 
C
ulture 
C
ollection 
U
niversity 
of 
G
öteborg (C
C
U
G
), S
w
eden) 
[63] 
R
K
1 
(R
W
K
R
W
W
R
R
K
K
) 
and 
R
K
2 
(R
K
K
R
W
W
R
R
K
K
) 
silicone surfaces 
A
llyl 
glycidyl 
ether 
(A
G
E)"
w
as 
synthesized 
on 
the 
surface of PD
M
S
 by plasm
a ultraviolet (U
V
) induced 
surface 
grafting 
polym
erization. 
A
M
Ps 
im
m
obilization 
w
as 
perform
ed 
via 
reaction 
betw
een 
the 
am
ine 
or 
am
ide groups of the A
M
Ps and the epoxy groups on 
the A
G
E-grafted surfaces. 
• 
N
o A
M
P orientation controlled 
• 
A
nti-biofilm
 assessm
ent 
• 
In vitro cytotoxicity testing (sm
ooth m
uscle 
cells) 
 
E. coli (A
TC
C
 8739), S
. aureus 
(A
TC
C
 
6538) 
and 
C
. 
albicans 
(A
TC
C
 10231). 
[64] 
Tem
porin-S
H
a 
(FLS
G
IV
G
M
LG
K
LFam
ide), 
tem
porin-S
H
a-C
O
O
H
 
(FLS
G
IV
G
M
LG
K
LFC
O
O
H
), 
[A
2
,6
,9]tem
porin-S
H
a 
(FA
S
G
IA
G
M
A
G
K
LFam
ide) 
and 
[A
2
,6
,9]tem
porin-
S
H
a-C
O
O
H
 
(FA
S
G
IA
G
M
A
G
K
LFC
O
O
H
) 
 
S
A
M
s of M
ercaptoundecanoic acid, 11-
m
ercaptoundecylam
ine, 
6-m
ercapto-
1-hexanol on G
old surface 
Im
m
obilization 
by 
the 
free 
A
M
P 
am
ines 
through 
carbodiim
ide chem
istry 
• 
R
andom
 
im
m
obilization 
and 
C
-term
inal 
im
m
obilization 
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[65] 
C
ysLasioglossin- III 
com
m
ercial silicone catheter 
S
ilicone 
catheter 
w
as 
fisrtly 
U
V
-treated 
w
ith 
allyl 
glycidyl 
ether 
(A
G
E)."
A
G
E-functionalized 
catheter 
surfaces 
w
ere 
then 
reacted 
w
ith 
ethylene-diam
ine. 
Then the surface is further reacted w
ith N
H
S
–PEG
12–
m
aleim
ide. Finally, this surface is incubated w
ith the 
A
M
P • 
C
-term
inal im
m
obilization 
• 
A
nti-biofilm
 assessm
ent 
• 
In vitro cytotoxicity testing (hum
an red blood 
cells and TH
P-1 cells) 
 
E. 
coli 
(A
TC
C
8739), 
P. 
aeruginosa 
(A
TC
C
9027), 
S
. 
aureus 
(A
TC
C
6538) 
and 
E. 
faecalis (A
TC
C
29212). 
[66] 
buforin II, LL-37, B
M
A
P-
27, protam
ine 
C
om
m
ercial 
preactivated 
reactive 
surfaces w
ith epoxy, aldehyde, N
H
S
, 
and PD
ITC
 functionalities (PolyA
n). 
A
M
P 
free 
am
ines 
w
ere 
im
m
obilized 
onto 
the 
preactivated surfaces 
• 
R
elease C
ontrol m
easurem
ents 
• 
In 
vitro 
cytotoxicity 
testing 
(histiocytic 
lym
phom
a m
odel cell line U
937) 
 
E. coli D
h5α 
[67] 
S
ES
B
2V
 
Ti substrates 
Ti 
substrates 
w
ere 
firstly 
incubated 
w
ith 
dopam
ine 
solution and then w
ith A
M
P solution 
• 
In vivo testing w
ith a rabbit keratitis m
odel 
 
S
. aureus (A
TC
C
 29213) and P. 
aeruginosa (A
TC
C
 9027) 
[68] 
Tet-213 
silicon surface 
C
uA
A
C
 click-chem
istry to the N
-term
inal azide O
EG
-
Tet-213 
• 
In 
vitro 
cytotoxicity 
testing 
(rat 
bone 
m
esenchym
al stem
 cells) 
 
S
. aureus and E. coli 
[69] 
G
L13K
 
com
m
ercially pure Titanium
 G
rade II 
titanium
 sam
ples w
ere silanized w
ith C
PTES
 and then 
incubated w
ith A
M
P 
• 
R
andom
 A
M
P im
m
obilization 
• 
Proteolytic degradation assay 
• 
D
rip 
Flow
 
B
ioreactor 
C
ulture 
in 
com
parison 
w
ith sim
ple adhesion assays 
 
S
treptococcus gordonii M
L-5 
[70] 
M
againin II 
poly(lactide-co-glycolide) 
(PLG
A
) 
and 
PLG
A
/gelatin 
electrospun 
fibrous 
m
em
branes. 
Free 
A
M
P 
am
ine 
im
m
obilized 
by 
carbodiim
ide 
chem
istry 
• 
R
andom
 A
M
P im
m
obilization 
 
E. coli and S
. aureus 
[71] 
LeucocinA
 
G
old substrates 
N
-im
m
obilization : 
S
A
M
s 
of 
11-m
ercaptoundecenoic 
acid 
and 
3-m
ercapto-1-propanol 
w
ere 
activited 
w
ith 
carbodiim
ide 
chem
istry 
and 
finally 
incubated 
w
ith 
peptide ; For C
-im
m
obilization, the gold surface w
ere 
first 
treated 
w
ith 
cysteam
ine 
hydrochloride 
and 
3-
m
ercapto-1-propanol, and peptide w
as im
m
obilized by 
carbodiim
ide chem
istry 
• 
C
ontrolled im
m
obilization (N
 and C
-term
inal) 
    
L. 
m
onocytogenes 
(A
TC
C
 
43256), 
L. 
m
onocytogenes 
(A
TC
C
 
19116, 
C
arnobacterium
 
divergens 
LV
13, 
S
. 
aureus 
(A
TC
C
 
13565), 
E. 
faecalis 
(A
TC
C
 19533) 
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[72] 
hLF1-11 
C
hitosan film
s 
D
issulfide 
bridge 
establishm
ent 
betw
een 
C
t- 
C
ys 
residue 
and 
the 
N
-acetylcysteine 
functionalized 
chitosan 
film
 
(chitosan 
functionalization 
obtained 
through carbodiim
ide chem
istry) 
• 
C
-term
inal im
m
obilization 
• 
Effect of PEG
ylated spacer w
as tested 
  
S
. 
aureus 
(A
TC
C
 
33591) 
(M
R
S
A
) 
[73] 
D
hvar5 
C
hitosan film
s 
D
issulfide 
bridge 
establishm
ent 
betw
een 
the 
introduced 
C
ys 
residue 
at 
a 
term
inal 
and 
the 
N
-
acetylcysteine 
functionalized 
chitosan 
film
 
(chitosan 
functionalization 
obtained 
through 
carbodiim
ide 
chesm
istry) 
• 
C
- and N
-term
inal im
m
obilization 
• 
Effect of different spacers length 
• 
Effect of different flexibilities of spacers w
ith 
sim
ilar lenght 
 
S
. 
aureus 
(A
TC
C
 
33591) 
(M
R
S
A
) 
[74] 
H
H
C
36 
(K
R
W
W
K
W
W
R
R
) 
and R
G
D
 
titanium
 surfaces 
C
lick-chem
istry 
betw
een 
A
M
Ps 
w
ith 
N
-term
inal 
integration of  azido-PEG
12-acid or azido-PEG
24-acid 
and 
surface 
w
ith 
silanization 
through 
alkynyl-PEG
-
triethoxysilane 
• 
D
ifferent A
M
P densities tested 
• 
In 
vitro 
cytotoxicity 
testing 
(rat 
bone 
m
esenchym
al stem
 cells) 
 
S
. aureus, E. coli 
[75] 
hLF1-11 
C
om
m
ercially 
pure 
(cp) 
grade 
2 
titanium
 
C
om
parison betw
een 3 strategies : by silanization, by 
A
TR
P and A
PTES
 as an initiator, by A
TR
P and B
TC
PS
 as 
a initiator, using the above m
odified A
M
P : M
PA
-A
H
A
-
A
H
A
-A
H
A
-G
R
R
R
R
S
V
Q
W
C
A
-N
H
2  
• 
A
M
P orientation controlled (C
-term
inal) 
• 
S
urface 
stability 
testing 
(ultrasonication 
for 
2h in PB
S
) 
• 
A
nti-biofilm
 assessm
ent 
• 
In vitro cytotoxicity testing (H
um
an foreskin 
fibroblasts) 
 
S
. sanguinis and L. salivarius 
[76] 
hLF1-11 
C
om
m
ercially 
pure 
(cp) 
grade 
2 
titanium
 
C
om
parison betw
een different strategies : silanization 
– 
C
PTES
 
follow
ed 
by 
m
eleim
ide 
crosslinker 
and 
peptide ;-A
PTES
 
follow
ed 
by 
D
M
A
-A
PM
A
 
copolym
er 
follow
ed 
by 
iodoacetyl 
crosslinker 
and 
peptide ;- 
B
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In! the! current! chapter,! an! overview! of! the! AMP! surface! covalent! immobilization!
strategies! known! at! the! time! this! thesis! was! started! is! discussed! (see! published!
review!at!Appendix!I).!Studies!published!after!2011!were!included!at!the!blue!zone!of!
Table!3!and!are!discussed!within!subsequent!chapters.!
As!summarized!in!Table!3,!the!various!studies!regarding!immobilized!AMPs!differ!in!
important! aspects,! including! the! immobilization! method! applied,! the! peptide!
sequence,! mode! of! action! of! the! AMPs! used,! and! the! bacteria! tested.! These!
experimental! variations!make! it! difficult! to! achieve! a! straightforward! comparison.!
Nevertheless,!important!lessons!can!be!derived!from!these!diverse!studies.!
In! 1995,! Haynie! et# al.! [31]! demonstrated! that! some! AMPs! (natural! occurring!
magainin!2!and!several!idealized!synthetic!amphipathic!peptides)!immobilized!onto!a!
polyamide!resin!(pepsin!K)!retained!lethal!activity!against!several!GramQpositive!and!
GramQnegative!bacteria.!As!already!mentioned,!these!results!demonstrated!that!the!
interaction! of!magainin! with! the! outer!membrane! of! the! bacteria! is! sufficient! for!
their!lethal!activity,!since!the!potential!peptide!penetration!depth!is!very!low!due!to!
the!short!spacer!(short!2!or!6!carbon!chain!linkers)!used.!
Willcox! et# al.! [32]! compared! the! antimicrobial! activity! of! the! synthetic! peptide!
melimine! that! was! adsorbed! or! covalently! immobilized! onto! commercial! contact!
lenses! (Etafilcon! A).! Covalent! immobilization! was! performed! directly! through! the!
free!peptide!amines! (the!NQterminal!amino!acid!or! the! lysine!side!chain)!without!a!
specific! control! on! the! orientation! of! the! peptide! onto! the! surface.! An! apparent!
increase!in!efficacy!was!observed!when!the!peptide!was!covalently!attached!to!the!
surface,!which!was!ascribed! to!a!possibly!higher! relative! surface!availability!of! the!
peptide,! in! contrast! to! the! adsorption! process! where! peptide! aggregation! could!
produce!uneven!peptide!distribution.!
The!effect!of!αQhelix! secondary! structure!of! immobilized!AMP!was!also! studied!by!
Haynie! et# al.! [31].! They! demonstrated! that! only! those! immobilized! peptides! still!
retaining! their! ability! to! form! amphipathic! αQhelices! had! antibacterial! activity.!
Likewise,! in! the! work! of! Cho! et# al.! [16],! the! secondary! βQsheet! structure! was!
essential! for! antibacterial! activity.! Thus,! these! studies! indicate! that! the! biocidal!
activity! of! immobilized! AMPs! is! dependent! on! the! presence! of! a! wellQestablished!
secondary!structure.!
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Other! important! activityQmodulating! parameters! include! the! length,! flexibility! and!
kind!of!spacer!between!the!active!sequences!and!the!solid!matrices![31,!42,!43],!the!
AMP!surface!density! [42,!44,!45],!and!orientation!after! immobilization! [31,!32,!42Q
48].!These!parameters!are!discussed!below.!
!
3.2.1%%Solid%supports%and%chemical%coupling%strategies%#
A!wide!variety!of!solid!supports!has!been!assessed! for!production!of!surfaces!with!
immobilized!AMPs,! including! polymeric! brushes! and! resins! [16,! 31,! 42,! 44,! 47Q49],!
metal! (e.g.! silanized! titanium)! [43],! glass! coverslips! [46],!model! surfaces! (e.g.! selfQ
assembled! monolayers)! [45],! microtitre! plates! [49]! and! even! commercial! contact!
lenses![32].!
As! shown! in! Table! 3,! the! chemical! strategies! behind! covalent! immobilization! of!
peptides!differ!depending!on!the!sequence,!orientation!and!position!of!the!specific!
AMP,!the!presence/absence!of!a!spacer,!or!the!spacer!properties!such!as!length!and!
flexibility.!
Peptide! immobilization! may! be! carried! out! in! a! relatively! random! manner,! e.g.!
through!formation!of!amide!bonds!between!amine!groups!from!the!preQsynthesized!
peptide! and! surface! carboxyls! (or! the! other! way! around,! i.e.! carboxyls! from! the!
peptide!reacting!with!surface!amines),!as!in!Refs.![16,!25,!32]!(Table!3).!Alternatively,!
peptide! immobilization! can! be! controlled! through! peptide! construction! (or!
immobilization)! on! the! surface! by! chemoQselective! formation! of! a! peptide–surface!
covalent!bond,!enabling!tethering!in!a!predictable!and!defined!fashion.!
Controlled! immobilization! is! obviously! preferred! over! random! tethering,! as! the!
former! can! be! designed! (i)! to! maintain! peptide! structural! motifs! known! to! be!
relevant!for!activity,!and!(ii)!to!allow!exposure!and!flexibility!that!more!closely!mimic!
the! behaviour! of! soluble! AMPs.! Uncontrolled! immobilization! can! be! especially!
detrimental! when! involving! peptide! amine! groups,! as! these! amine! groups! are!
normally!provided!by! lysines!which!are!key!amino!acids! in! the!majority!of! cationic!
amphipathic!AMPs![2,!77Q79].!
The!best!way! to! control!orientation!of! immobilized!peptides! is! to! synthesize! them!
directly! onto! the! solid! support! (e.g.! polyamide! resins,! PEGQmodified! polystyrene!
Antimicrobial,Peptides,Covalent,Immobilization,
! 45#
resins,!cellulose),!as!done!in!Refs.![77,!80,!81]!(Table!3).!To!this!end,!standard!solidQ
phase!peptide!synthesis! (SPPS)!methods!may!be!used,!such!as!the!wellQestablished!
Fmoc/tBu! strategy! [82].! In! this! strategy! selectively! protected! amino! acids! are!
incorporated!stepwise!into!the!growing!peptide!chain!that!is!built!from!its!CQ!to!its!NQ
terminal!residue.!Once!the!peptide!sequence!is!assembled,!convenient!treatment!to!
cleave!off!the!amino!acid!sideQchainQprotecting!groups!is!performed.!
An!alternative!to!building!the!peptide!directly!onto!the!surface!is!to!preQsynthesize!a!
peptide!chain!with!a!specific!building!block!incorporated!in!a!selected!position.!This!
peptide! chain! can! subsequently! be! chemoselectively! attached! to! an! adequately!
functionalized! surface.! The!most! common! approaches! involve! incorporation! of! an!
additional!cysteine!into!the!peptide!chain!(e.g.![44])!or!exploiting!a!cysteine!already!
available!in!the!native!sequence!(if!not!crucial!for!AMP!activity),!taking!advantage!of!
chemical! reactions! specific! to! the! thiol! group.! These! reactions! may! include,! as!
depicted!in!Figure!5,!(i)!disulfide!bond!formation!between!peptide!and!surface!thiols,!
as! well! as! specific! reactions! of! the! peptide! Cys! thiol! with! (ii)! surfaceQbound!
maleimide! groups! [43,! 44],! or! (iii)! surfaceQbound! epoxides! (though! these! are!
generally!reactive!towards!any!nucleophiles,!including!lysine!amines,!and!hence!are!
not!truly!chemoselective).!
!
!
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Figure,5.!Examples!of!chemical!strategies!for!controlled!covalent!attachment!of!AMPs!on!surfaces:!(A)!
use! of! thiolQbearing! peptides! (Cys! usually! as! thiol! donor)! for! covalent! immobilization! onto! thiolQ,!
maleimideQ! or! epoxideQmodified! surfaces;! (B)! use! of! the! Huisgen! 1,3Qdipolar! cycloaddition! for!
immobilization! of! either! alkyneQbearing! peptides! onto! azideQmodified! surfaces! or! azideQbearing!
peptides!onto!alkyneQmodified!surfaces![33].!
!
Other!chemoselective!approaches!not!involving!Cys!or!other!thiol!donors!have!been!
proposed!more!recently,!namely!those!involving!Huisgen!1,3Qdipolar!cycloadditions,!
the!soQcalled!clickQreactions![83].!Here,!the!peptide!can!bear!an!additional!azide!(e.g.!
from! incorporation! of! 6Qazidohexanoic! acid)! or! an! alkyne! donor! (e.g.! from!
incorporation!of! propynoic! acid)! to! be! ‘‘clicked!on’’! surfaceQbound!alkyne!or! azide!
groups,!respectively.!
Both! epoxide! and! clickQbased! approaches! have! been! used! to! immobilize! peptides!
and!proteins!onto!surfaces!(e.g.! [84Q86]),!but!examples!of!their!application!to!AMP!
tethering!are!still!scarce.!
Irrespective! of! alternatives! available! for! peptide! tethering! onto! surfaces,! careful!
comparative! investigation!of!different! strategies!must!be! carried!out,! in!which! the!
influence!of!peptideQsurface!spacers,!coupling!chemistries!and!support!materials!on!
antimicrobial! activity! should! be! thoroughly! analyzed.! Only! Hilpert! et# al.! [49]! have!
assessed!the!effect!of!different!support!materials!on!the!antimicrobial!activity,!and!
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found!that,!at!least!for!their!specific!systems,!the!supports!did!not!affect!the!activity!
of!the!tested!peptides.!
!
3.2.2%Influence%of%the%spacer%#
Although! some! studies! demonstrated! that! immobilized! AMPs! have! antimicrobial!
activity!without!incorporation!of!a!spacer![32,!45,!46,!49],!most!protocols!presented!
a!spacer!attachment!step![16,!31,!42Q44,!47,!48],!particularly!with!a!PEG!spacer!with!
a! Molecular! weight! (Mw)! ranging! from! 3000! to! 5400! [16,! 42,! 43,! 47,! 48].! The!
utilization!of!PEG!as!a!spacer!presents!several!advantages.!This!polymer!can!create!
nonQadhesive! surfaces! due! to! its! nonQfouling! characteristics,! thus! preventing! nonQ
specific! peptide! binding! to! the! surface! and! shielding! the! peptides! from! the!
hydrophobic! nature! of! a! particular! biomaterial! [16,! 47].! Studies! comparing! AMP!
immobilization! with! and! without! PEGylated! spacers! demonstrated! that! some!
immobilized!AMPs!are!only!bactericidal!when!a!PEGylated!spacer!was!used![16,!42,!
43,!47].!For!example,!Gabriel!et#al.![87]!demonstrated!that!the!LL37!peptide!bound!
to!titanium!through!a!PEGylated!spacer!was!capable!of!killing!E.#coli!on!contact.! In!
marked!contrast,!LL37!peptide!attached!directly!to!the!titanium!surface!displayed!no!
antibacterial!activity.!The!authors!suggest!that!the!use!of!a!long,!flexible!PEG!spacer!
provided! a! parallel! peptide!orientation! and! lateral!mobility! that!were! required! for!
bactericidal! activity.! Bagheri! et# al.! [42]! also! analyzed! the! influence! of! PEGylated!
spacer! length! (3000,! 400! and! 200! Da)! on! bactericidal! activity! of! an! amphipathic!
model! KLAL! peptide! and! magaininQderived! MK5E.! They! demonstrated! that! the!
antimicrobial! activity! of! these! peptides! distinctly! decreased! with! reduction! in! the!
spacer!length,!suggesting!that!the!increased!flexibility!associated!with!longer!spacers!
maximizes!the!antimicrobial!activity!of!immobilized!peptides![69].!
However,! these! results! contradict! those! of! Haynie! et# al.! [31]! whose! experiments!
indicated!no!difference!in!bactericidal!activity!whether!peptides!were!conjugated!to!
the!support!with!a!twoQcarbon!or!a!sixQcarbon!chain!linker![31].! In!addition,!Hilpert!
et# al.! [49]! reported! that! short! 9Qmers! covalently! linked! without! spacer! have!
bactericidal!activity.!They!suggested!an!electrostatic!interference!and!destabilization!
rather!than!a!penetrating!mechanism.!!
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Comparison! of! these! studies! is! difficult,! since! AMPs,! support! materials,! coupling!
chemistry! and! peptide! orientations! differ! from! study! to! study.! However,! one! can!
speculate!that!the!requirement!for!a!spacer!is!directly!associated!with!the!mode!of!
action!of!the!specific!AMP.!
3.2.3%Peptide%concentration%#
Peptide! surface! concentration! depends! on! the! immobilization! strategy! used,! as!
limited!accessibility!of!the!peptide!reactive!groups!and!different!coupling!procedures!
can! affect! the! efficiency! of! peptide! immobilization.! Most! studies! indicate! that!
peptide! concentrations,! albeit! important,! do! not! appear! to! be! the! most! critical!
parameter!for!antimicrobial!activity![42,!43,!46,!88].!Gabriel!et#al.![43]!observed!that!
the!bactericidal!activity!of!LL37!immobilized!onto!titanium!surfaces!was!independent!
of! the! peptide! concentration.! Glinel! et# al.! [44]! demonstrated! that! the! biocidal!
activity! of! magainin! I! was! not! substantially! reduced! as! the! concentration! of!
immobilized! peptide! was! reduced.! Bagheri! et# al.! [42]! reported! a! study! aimed! to!
determine! the! effect! on! bactericidal! activity! of! different! surface! peptide! densities!
and! spacer! lengths.! These! studies! demonstrated! that! an! increase! in! the! loading!
capacity!of! the! resin!was!not! sufficient! to! compensate! for! the!decrease! in! activity!
due!to!reduction!of!the!spacer!length.!Based!on!these!observations,!they!concluded!
that! spacer! length! has! a! more! profound! impact! on! activity! than! peptide!
concentration.! Further,! the!maximum!peptide! loading! concentration!was! obtained!
with! the! CQterminal! coupling! strategy,! which! correlated! with! higher! Minimal!
Inhibitory! Concentration! (MICs),! suggesting! that! immobilization! orientation! can!
compensate!for!low!peptide!loading![42].!
Despite! these! reports,! which! strongly! support! the! concept! that! peptide! surface!
loading!levels!are!not!a!key!factor!in!the!antimicrobial!activity!of!immobilized!AMP,!
other! studies! have! provided! evidence! that! the! effects! of! peptide! surface!
concentration! cannot! be! disregarded.! For! instance,! Chen!et# al.! [46]! evaluated! the!
effect!of!melimine!concentration!after! immobilization!by!two!different!bifunctional!
azides! (4QfluoroQ3Qnitrophenyl! azide! and! 4Qazidobenzoic! acid)! as! crosslinking!
reagents.! In! this! study,! the!higher! concentration!of! the!peptide! via!4Qazidobenzoic!
acid!immobilization!correlated!with!a!more!profound!antibacterial!activity.!Humblot!
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et# al.! [45]! correlated! low! peptide! concentrations! with! bacteriostatic! rather! than!
bacteriocidal! effect! of! immobilized! magainin! I,! explaining! that! the! low! peptide!
concentration! precludes! the! possibility! of! multiple! peptide! entries! into! the! cell!
membrane.!In!addition,!Hilpert!et#al.![49]!studied!the!effect!of!immobilized!peptide!
density!on!antimicrobial!activity!by!utilizing!different!concentrations!of!biotinylated!
peptide!solutions!with!streptavidinQcoated!plates.!Antimicrobial!activity!was!clearly!
concentration!dependent,!decreasing!sigmoidally!as!a!function!of!decreasing!peptide!
concentration.!
!
3.2.4%Peptide%orientation%after%immobilization%#
Different! strategies! for! surface! binding! of! peptides! have! been! conducted! on!
different!chain!positions,!such!as!CQterminal,!NQterminal!and/or!NQsideQchain!peptide!
attachment.!As!a!result,!different!peptide!orientations!and!flexibility!were!obtained,!
which! could! be! correlated! with! differential! antimicrobial! activities.! The! chain!
position!was!determined!based!upon!(i)!previous!knowledge!of!peptide!robustness!
to!changes!in!given!positions,!i.e.!on!its!ability!to!retain!or!lose!antimicrobial!activity!
upon!deletion!of!NQterminal!or!CQterminal!amino!acids!or!amino!acid!segments;! (ii)!
the!availability!of! functional! groups! suitable! for!a!particular! coupling! chemistry;!or!
(iii)! the! promotion! of! parallel! alignment! of! peptide! chains! [16,! 31,! 43,! 45].! The!
studies! of! Gabriel! et# al.! [43]! and! Steven! et# al.! [47]! compared! the! antimicrobial!
efficiency! of! NQterminally! and! NQsideQchain! immobilized! peptides.! They! performed!
siteQspecific! activation! and! coupling! by! blocking! the! undesired! functional! groups.!
Even!though!the!experimental!AMPs!were!different!in!the!respective!studies,!only!NQ
terminally! attached! peptides! displayed! antimicrobial! activity.! Gabriel! et# al.! [43]!
concluded! that! only! NQterminal! conjugation! allowed! the! appropriate! parallel!
orientation! of! the! peptide! helices,! which! is! required! for! interaction! among! the!
peptide! molecules! and! between! the! peptides! and! the! lipid! double! layer! during!
membrane!pore!formation.!These!results!are!supported!by!the!reported!key!role!of!
basic! lysine! sideQchains! (and!of! those! from!other!basic! amino!acids,! as! arginine!or!
histidine)! in! the! bioactivity! of! cationic! AMP! [2,! 77Q79],! which! could! explain! the!
deleterious! effect! of! AMP! immobilization! through! Lys! εQamino! groups! towards!
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antimicrobial!activity.!The!possibility!of!CQterminal!peptide!immobilization!should!be!
considered! as! this! orientation! may! achieve! similar! specific! activity! as! NQterminal!
conjugation.! Bagheri! et# al.! [42]! compared! the! activity! profile! of! CQterminal,! NQ
terminal! and! NQsideQchain! immobilized! AMP! sequences.! Slightly! different! results!
were!obtained!depending!on!the!specific!peptide!sequence!and!bacteria! tested.!CQ
terminally! attached! AMPs! displayed! higher!MICs,! compared! to! NQterminal! and! NQ
sideQchain! immobilization.! The! NQimmobilization! orientations! presented! similar!
results,! suggesting! that! the! blockage! of! the! cationic! Lys! side! chains! was! of!minor!
importance! to! the! overall! antimicrobial! activity.! However,! it! is! possible! that! the!
observed! reactivity!pattern!may!be! specific! to! the! systems!used!by! these!authors,!
where! the! AMP! orientation! appeared! to! be! less! relevant! when! peptides! were!
immobilized!using! long!and!flexible!spacers![42].!Hilpert!et#al.! [49]!used!a!different!
strategy! to! screen! the! efficiency! of! immobilized! AMPs.! They! rearranged! the!
sequence! of! a! known! active! peptide! and! CQterminally! immobilized! the! different!
variants.!They!concluded!that!the!placement!of!cationic!residues!close!to!the!linker!
site!correlated!with!increased!antimicrobial!activity!as!compared!with!peptides!with!
cationic! residues! localized! to! the! NQterminus! or! within! the! middle! portion! of! the!
peptide.! The! positioning! of! hydrophobic! residues! proximal! to! the! NQterminus!was!
critical!to!the!activity!of!their!immobilized!AMPs.!
!
3.2.5.%Activity%efficiency%of%immobilized%AMPs%#
Only! a! few! studies! have! described! an! experimental! comparison! of! soluble! and!
immobilized!AMPs![16,!31,!42,!49].!However,!a!straightforward!comparison!between!
MICs!of!soluble!and!immobilized!AMPs!is!very!difficult!because!precise!quantification!
of! immobilized! AMP! can! be! problematic.! In! most! cases! the! immobilized! AMPs!
displayed!an!increase!in!their!MIC!value!compared!to!the!soluble!peptide.!In!studies!
by! Haynie! et# al.! [31]! the! immobilized! AMPs! presented! a! 50Qfold! higher! MIC!
compared! to! soluble! peptides.! These! investigators! suggested! that! the! coupling!
chemistry!may!have!resulted!in!more!covalently!bound!peptide!in!the!resin!interior!
than! on! the! surface,! which! could! explain! the! higher! concentration! needed! for!
activity.! Cho! et# al.! [16]! found! an! extensive! variation! range! in! the! observed! MIC!
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values!which!were!augmented!8Q!or!64Qfold!depending!on!the!bacteria!evaluated!(E.#
coli,!Micrococcus#luteus!and!S.#aureus!more!sensitive;!P.#aeruginosa!less!susceptible).!
In!the!Bagheri!et#al.![42]!studies,!the!active!concentrations!increased!about!100Qfold!
from! the! micromolar! MICs! of! the! soluble! peptides! to! the! milimolar! range! of! the!
immobilizedQAMPs.!All!these!studies!reported!MIC!increases!that!varied!with!peptide!
and!bacteria!specificity.!
However,!Hilpert!et#al.! [49]!compared!soluble!MICs!and! inhibition!of! luminescence!
by!immobilized!AMPs.!No!correlation!of!antimicrobial!activity!was!observed!between!
soluble! and! immobilized! AMPs,! as! inactive! soluble! AMPs! presented! activity! when!
immobilized,!and!some!active!soluble!AMPs!lost!activity!when!immobilized.!
!
3.2.6%Cytotoxicity%#
KLAL!and!MK5E!are!examples!of!immobilized!AMPs!for!which!haemolytic!activity!has!
been!assessed.!The!KLALQ!and!MK5EQsoluble!haemolytic!concentrations!(EC25)!were!
at! least! 16Qfold! higher! than! the! respective!MIC.!Moreover,! the! haemolytic! activity!
levels!of!the! immobilizedQpeptide!beads!and!the!bare!beads!were! indistinguishable!
from! each! other.! This! observation! leads! to! the! conclusion! that! both! immobilized!
peptides! at! their!MICs! are! inactive! toward! red! blood! cells! [42].! Hilpert! et!al.! [49]!
assessed!cytotoxicity!of!a!battery!of!immobilized!peptides!through!human!red!blood!
cell! haemolysis.! They! reported! that! the! immobilization! of! AMPs! had! a! reduced!
haemolytic!activity!when!compared!with!the!soluble!counterpart.!Thus,!these!initial!
studies! indicate! that! peptide! immobilization! does! not! enhance! the! haemolytic!
properties! of! the! peptides,! and! may! actually! reduce! potential! haemolysis! when!
compared!to!soluble!peptides.!
3.2.7%LongGterm%stability%#
In!order!to!check!the!activity!persistence!of!immobilized!peptides,!investigators!have!
subjected! the! modified! surfaces! to! various! harsh! procedures,! such! as! washing!
operations,! heat! treatments,! pH! variations! and! longQterm! activity! assessment! [31,!
32,!45,!48].!In!the!washing!influence!study,!two!different!AMPQmodified!resin!beads!
were! extensively! washed! without! loss! of! antimicrobial! activity! [31,! 48].! The! heat!
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stability! experiment! was! conducted! to! evaluate! whether! exposure! of! AMP! to!
autoclaving!(121!°C!for!20!min)!or!to!a!dry!oven!(200!°C!for!30!min)!would!alter!the!
ability! of! the! peptide! to! inhibit! bacterial! growth.! The! bactericidal! efficacy! of! the!
heatQtreated!6K8L!was!maintained!under!both!heating!conditions! [48].! In!addition,!
the!antimicrobial!efficacy!of!melimine!was!maintained!during!autoclaving![32].!Cole!
et#al.! [89]!verified!that!the!levels!of!melimine!in! lenses!after!removal,!cleaning!and!
sterilization!did!not!differ! from!those!determined!before!24!h!of!use.!The!effect!of!
pH! on! the!modified! surface!was! assessed.! The! peptide! 6K8L! immobilized! on! PEGQ
poly(styrene)!resin!beads!retained!its!antimicrobial!activity!over!a!pH!range!of!3.5–7!
in!citrate!buffer,!although!bacterial!killing!was!significantly!greater!at!pH!3.5!than!at!
pH!7![48],!possibly!due!to!the!higher!positive!charge!at!the!lower!pH.!Humblot!et#al.!
[45]!assayed!the!stability!of!antimicrobial!activity!of!immobilized!peptide!at!various!
times! over! a! 6Qmonth! period.! Samples! were! cleaned,! dried! and! stored! at! 4! °C,!
between! each! antibacterial! activity! assay.! The! results! showed! that! the! peptide!
remained! active! over! the! 6Qmonth! period,! even! though! the! activity! of! the!
immobilized!peptide!was!reduced!at!the!6Qmonth!time!point.!
All!these!studies,!although!limited,!point!to!remarkably!high!longQterm!stability!and!
resistance!of!immobilized!AMP!to!environmental!conditions.!
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1.(Chitosan:(wide(family(of(polysaccharides(
!
Chitosan!is!obtained!from!chitin,!which!is!the!second!most!abundant!polysaccharide!
in!nature!after!cellulose!with!a!worldwide!production!of!1010–1012!tons!per!year![1].!
It!generally!comes!from!crustacean!shells,! insects,!mollusks!or!fungi![2].!Chitosan!is!
obtained!by!chitin!deacetylation!in!the!presence!of!alkaline!agents,!which!originates!
a!copolymer!of!glucosamine!and!NBacetylglucosamine!units!as!depicted!in!Figure!1.!
The!fraction!of!glucosamine!to!NBacetyl!glucosamine!units!in!the!chain!is!referred!to!
as!the!degree!of!deacetylation!(DD)![2],!which!is!therefore!related!with!the!number!
of!free!primary!amine!groups!(BNH2).!
!
Figure(1.!Chitosan!derivation!from!chitin!
!
The!term!“chitosan”!does!not!refer!to!a!single!wellBdefined!structure,!since!chitosans!
can! differ! in! Mw,! DD,! and! sequence! (i.e.,! whether! the! acetylated! residues! are!
distributed!along!the!backbone!in!a!random!or!blocky!manner),!which!directly!affect!
the!chemical!and!biological!properties!of!the!polymer![3].!
The! amine! groups! present! in! chitosan! structure! are! responsible! for! its! charge,!
reactivity!and!physical!behaviour![4]!as!depicted!on!Figure!2.!!
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Figure( 2.! The! soluble–insoluble! transition! of! chitosan! occurs! with! a! pH! shift! at! its! pKa,! having!
profound!implications!in!its!solubility!and!processability.!Adapted!from![3].!
!
At!pH!below! its!pKa! (between!6!and!6.5),! these!amines!become!positively!charged!
allowing!chitosan!to!be!soluble!under!mildly!acidic!aqueous!conditions.!For!pH!above!
its!pKa,!chitosan!becomes!insoluble!due!to!the!amine!deprotonation![4].!As!the!pKa!
value!is!highly!dependent!on!the!degree!of!NBdeacetylation,!the!solubility!of!chitosan!
is! dependent! on! the! DD! and! the! method! of! deacetylation! used! [2].! This! solubleB
insoluble!transition!allows!the!use!of!several!processing!techniques!as!summarized!in!
Figure!2.!
Although! chitosan!have!been! researched! for! a! number! of! biomedical! applications,!
including! wound! dressing! [5],! orthopaedic! tissue! engineering! [6],! drug! delivery!
carrier! [7]! and! haemodialysis! [8],! this! chapter! will! focus! on! its! application! as! a!
coating! for! orthopaedic! implants,! exploring! its! antimicrobial! [9B12]! and!osteogenic!
[13B19]!properties.!!
Chitosan! films! can! be! easily! produced,! due! to! its! solubility! under! mildly! acidic!
aqueous! conditions,! which! allows! for! spincoating! or! casting! [20]! into!membranes!
and! films! that! can! be! converted! into! insoluble! networks! by! neutralization.! These!
films!have!been!reported!to!have!a!broad!spectrum!of!activity!(e.g.!S.#epidermidis,!S.#
aureus,!Klebsiella# pneumoniae,!P.# aeruginosa! and!C.# albicans),! acting! also! as! antiB
biofilm!agent![9B12].!!
!
Gra$ing(
Func,onaliza,on(
Crosslinking(
Cas,ng(
Spinning(
Electrodeposi,on(
Complexa,on(with(
polyanions(
Layer?by?Layer(assembly(
Chitosan(films(:(Potential(implant(coating?(
! 68!
2.(Chitosan(films(
2.1(Antimicrobial(activity(
2.1.1$Mechanism$of$action$!
The!exact!mechanism!of!antimicrobial!action!of!chitosan! is!still! imperfectly!known,!
but! different! mechanisms! have! been! proposed! [21B23].! The! physical! state! of!
chitosan!has!a!huge!impact!in!the!morphology!and!interaction!of!molecules,!which!in!
turn! is! responsible! for! the! antimicrobial! activity.! In! the! solid! state! molecules! are!
tightly!packed!together,!and!as!a!result,!Mw!does!not!seem!to!have!high!impact! in!
antimicrobial! activity! [24].! Compared! with! soluble! chitosan,! rather! than! the!
extending!conformation!with!thorough!contact!with!solution,!solid!chitosan!(fibers,!
films,! microspheres! and! nanoparticles)! only! touch! solution! through! the! surface.!
Therefore,! from! the! literature! proposed!mechanisms! of! action,! only! the! following!
could!also!putatively!explain!the!antimicrobial!activity!of!chitosan! in!film!form.!The!
first!mechanism!consists!on!the!electrostatic!interaction!between!chitosan!positively!
charged!amino!groups!and!negatively! charged!microbial! cell!membranes! [25].! This!
electrostatic!interaction!results!in!twoBfold!interference:!i)!by!promoting!changes!in!
the! properties! of! membrane! wall! permeability,! thus! provoking! internal! osmotic!
imbalances!and!consequently!inhibiting!the!growth!of!microorganisms,!and!ii)!by!the!
hydrolysis!of!the!peptidoglycans!in!the!microorganism!wall,!leading!to!the!leakage!of!
intracellular! electrolytes! such! as! potassium! ions! and! other! low! molecular! weight!
proteinaceous! constituents! (e.g.! proteins,! nucleic! acids,! glucose,! and! lactate!
dehydrogenase)![23,!26,!27].!!
Secondly,! chitosan! also! acts! as! a! chelating! agent! ! (including! Ni2+,! Zn2+,! Co2+,! Fe2+,!
Mg2+! and! Cu2+)! that! selectively! binds! trace! metals! [28]! and! thereby! inhibits! the!
production!of!bacterial!toxins!and!microbial!growth![21,!22](see!Figure!3).!
!
Figure(3.!MetalBchitosan!complexation!model!according!to![29].!
!
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In!general,!chelating!mechanism!is!more!efficient!at!high!pH,!where!positive!ions!are!
bounded!to!chitosan,!since!the!amine!groups!are!unprotonated!and!the!electron!pair!
on! the! amine! nitrogen! is! available! for! donation! to!metal! ions.! A!model! proposed!
based!on! the! system!chitosanBCu! relates! the!pH!dependence!on! the!proportion!of!
available! sites! for! interacting! in! polysaccharide! backbone! [30].! At! pH<6! the!
complexation!involves!only!one!amine!group!and!three!hydroxyls!or!H2O!molecules,!
while!at!pH>6.7!is!likely!to!have!two!amines!involved!in!the!complex!formation.!For!
higher!pHs,! i.e.,!7B9,! the!deprotonation!of!hydroxyl!groups!are!considered!to!occur!
and!the!predominant!complexation!is!ruled!by!two!amines!and!two!hydroxyl!groups!
dissociated![30].!
2.1.2$Parameters$influencing$chitosan$films$antimicrobial$activity$
!
There!are!a!few!parameters!that!may!influence!the!antimicrobial!activity!of!chitosan!
films,!both!intrinsic!as!DD!and!extrinsic!as!ionic!strength,!the!already!mentioned!pH!
or!even!the!fabrication!procedure!of!chitosan!films![21,!23,!24].!
The!most!important!intrinsic!preBrequisite!for!antimicrobial!activity!of!chitosan!films!
is!the!polycationic!structure.!Accordingly,!chitosan!with!higher!DD!shows!a!stronger!
inhibitory! effect! than! chitosan! with! lower! DD,! meaning! the! higher! the! cationic!
profile,!the!stronger!the!electrostatic!interactions!with!bacteria![31].!!
Regarding!external!factors,!altering!the!ionic!strength!in!a!medium!may!disturb!the!
inhibitory!activity!of!chitosan,!as!the!increase!of!metal!ions,!especially!divalent!ions,!
could! attenuate! the! effective! chelating! capacity! of! chitosan! [23,! 32].! Also,! aspects!
relating! to! the! fabrication! procedure! of! the! chitosan! films! can! influence! its!
antimicrobial! performance.! These! include! existence! of! i)! crosslinking,! ii)! film!
thickness,!iii)!film!neutralization!and!iv)!film!sterilization.!
Crosslinking$effect$
In! order! to! improve! the! film! stability! it! is! possible! to! perform! a! crosslinking! step.!
Indeed! it!has!been!reported!that!the!use!of!a! low!degree!of!crosslinking!(either!by!
glutaraldehyde! or! by! aglycone! geniposidic! acid)! will! not! alter! their! antimicrobial!
capability![33].!On!the!other!hand,!high!degrees!of!crosslinking!may!result!on!lower!
amount! of! free! amines,! i.e.! cationic! profile! of! chitosan,! which! may! impair! its!
antimicrobial!activity.!
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Film$thickness$$
Film!thickness!may!have!a!huge!impact!on!the!activity.!This!can!be!related!with!the!
way!the!polymer!chains!are!packed!together.!Thicker!films!have!a!larger!number!of!
chains! that! can! establish! a! higher! number! of! interB! and! intraBmolecular! hydrogen!
bonds.!The!hydroxyl!groups! (a!primary!hydroxyl! in!C6!and!a! secondary!hydroxyl! in!
C3)!and!the!highly!reactive!amino!group! in!C2!are!responsible!for!the!formation!of!
such! bonds,! resulting! in! the! formation! of! different! polymorphic! forms,! whose!
properties!may!vary!considerably.!The!higher!the!number!of!amines!occupied!in!the!
establishment!of!such!bonds,!the!lower!the!positively!charges!available!for!bacterial!
membrane! interactions! [34].! Therefore,! thinner! films! are! more! probable! to! have!
better!antimicrobial!performance.!
Film$neutralization$
Also,!film!neutralization!may!influence!the!biological!effect!of!chitosan.!He!et#al.,![35]!
reported! that! the!use!of!different! solutions!at! the!neutralization!step!would!affect!
surface! chemistry,! swelling! ratio,! nanotopography! and! mechanical! properties! of!
chitosan! films.! Although,! the! effect! on! the! chitosan! antimicrobial! activity!was! not!
tested,! these! modifications! had! profound! impact! on! the! human! microvascular!
endothelial! cells! behavior.! Therefore,! it! is! expected! that! would! influence! the!
antimicrobial!behavior!as!well.!!
Film$sterilization$
Film! sterilization! procedure! is! another! issue! that! can! influence! the! antimicrobial!
activity!of!chitosan!films.!It!has!been!reported!that!autoclaving!chitosan!cast!film!can!
abolish! its! antiBbiofilm! properties! towards! S.# epidermidis# [9].! Autoclaving! the! cast!
film!results!in!polymer!crosslinking!and!chain!breakage,!which!may!interfere!with!the!
antimicrobial!properties!of!the!positively!charged!amine!groups![9].!It!is!also!known!
that! ethylene! oxide! gas! sterilization! induces! crosslinking! of! the! chitosan!materials!
[36,!37].!However,!the!way!this!influences!antimicrobial!activity!was!not!tested![36,!
37].!
!
!
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2.2(Chitosan(films(for(orthopaedic(coatings(
!
A! wide! number! of! studies! have! assessed! chitosan! suitability! as! an! orthopaedic!
coating![2,!6,!15,!17,!18,!36,!38B43].!Indeed,!a!number!of!different!procedures!have!
been!tested!to!produce!such!coating,!namely!chitosan!cast!onto!a!surface![18,!44],!
chitosan!immobilization!onto!titanium!through!silaneBglutaraldehyde!chemistry![15,!
17],!or! through!dopamine! linkage![42,!45],!or!even! in!combined!strategies!through!
LbL!deposition!with!negatively!charged!polymers! [43,!46,!47],!or! solBgel!deposition!
[41].!!
In! fact! there! are! a! number! of! advantages! in! using! chitosan! as! a! coating! for!
orthopedic!applications,!besides!the!aforementioned!antimicrobial!properties,!such!
as!i)!osteoconductivity![13B15,!18],!ii)!wound!healing!stimulation!for!rapid!fixation!in!
bone![15]!and!iii)!it!is!biodegraded!in!simple!sugars!and!oligosaccharides![19].!
!
Osteoconductivity$
One! essential! feature! of! a! coating! for! orthopaedic! implants! is! its! compatibility! in!
allowing! bone! cell! adhesion,! spreading! and! proliferation! resuming! in!
osteointegration!of! the! implant.!The!most! important! feature!of!chitosan!related!to!
the! attachment! and! growth! of! cells! is! probably! the! cationic! nature! of! the! amine!
groups.!Therefore!degree!of! cell! attachment!has!been! reported! to!be! related!with!
the! percent! of! deacetylation,! with! results! indicating! that! cells! were! more! readily!
attached!to!more!highly!deacetylated!chitosans! [18,!36,!48].! It!has!been!suggested!
that!as!the!level!of!deacetylation!increases,!the!positive!charge!density!of!chitosan!is!
also!increased,!enhancing!the!attraction!for!negatively!charged!cells![18].!Moreover,!
it!was!also!demonstrated!that!the!higher! level!of!amine!groups! is!responsible!for!a!
higher!amount!of!protein!adsorption,!particularly,!fibronectin!a!serum!protein!rich!in!
RGD!sequences,!which!in!turn!may!explain!the!higher!levels!of!cell!adhesion.!Other!
study! reported! that! chitosan! supports! the! initial! attachment! and! spreading! of!
osteoblasts! preferentially! over! fibroblasts! [44],! which! is! particularly! important! to!
reduce!the!foreign!body!reaction.!!
The!ability!of! chitosan! films! to! support! cell! adhesion!has!also!been! related! to! film!
properties! such! as! surface! roughness,! hydrophilicity,! swelling,! adhesion! molecule!
Chitosan(films(:(Potential(implant(coating?(
! 72!
adsorption! capacity! and! other! factors! apart! from! those! mentioned! that! could! be!
involved!in!the!filmBcell!recognition![16,!47,!49,!50].!!
!
Wound$healing$stimulation$
The! enhanced! wound! healing! and! osteoconductive! properties! of! chitosan! are!
attributed!to!its!structural!similarity!to!extracellular!proteoglycans!such!as!hyaluronic!
acid,!which! electrostatically! bind,! protect! and! retain! growth! factors! at! the! healing!
site,!and!guide!organization!and!biomineralization!of!collagen!fibers!in!regenerating!
tissues![36,!51].!!
!
Chitosan$Biodegradation$
The!degradation!of!chitosan!films!has!been!reported!to!be!associated!with!DD![36].!
An! in# vivo! study! demonstrated! that! highly! deacetylated! chitosan! presented! the!
lowest! degradation! rate! (possibly! by! enzymatic! hydrolysis)[19].! The! limited!
degradation!of!highly!deacetylated!forms!of!chitosan!resulted!in!minor!foreignBbody!
tissue! reactions! in! animal! models,! purportedly! due! to! minimal! accumulation! of!
degradation!products![17,!19].!
In! conclusion,! chitosan! gathers! a! number! of! characteristics,! which! are! tunable! in!
order!to!achieve!a!very!promising!candidate!material!for!orthopaedic!coatings.!
!
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There%are%many% techniques%available% for%materials% surface% characterization.%During%
the% work% developed% in% this% thesis% several% characterization% techniques% were% used,%
such% as:% Contact% angle% goniometry,% Ellipsometry,% Infrared% ReflectionCAbsorption%
Spectroscopy% (IRRAS),% XCray% photoelectron% spectroscopy% (XPS)% and% Atomic% Force%
Microscopy% (AFM).% A% briefly% explanation% of% their% basic% principles% of% action% and%
applications%in%the%scope%of%this%thesis%is%given.%%
%
1.(Contact(angle(goniometry(!
Contact%angle%measurements%provide%information%about%the%wettability%of%a%surface%
and%allow%the%determination%of%the%surface%free%energy%that%is%directly%proportional%
to% the% tendency%of%molecules% to% adsorb%onto% a%material% surface.% This% technique% is%
very% usefull% to% detect% surface%modifications% (such% as%AMP% immobilization),% surface%
contamination%and%to%predict%future%biological%interactions%with%materials%surface%[1C
11].% It% measures% the% contact% angle% between% the% liquid/vapor% interface% and% the%
liquid/solid%interface%(solid%surface)%–%(Figure%1)%
%
Figure(1.%Scheme%of%liquid%contact%angle%in%a%surface.%γsvCsolid%surface%free%energy,%γslCsolid/liquid%
interfacial%tension,%and%γlvCliquid/vapor%surface%tension%.%Adapted%from%[12].%
%
The%phenomenon%of%the%contact%angle%between%a% liquid%and%a%solid%surface%can%be%
explained% as% a% balance% between% the% force% of% attraction% of% the% liquid%molecules% to%
each% other% (the% cohesive% force)% and% the% attraction% of% the% liquid%molecules% to% the%
molecules% of% the% surface% (the% adhesive% force)% [13,% 14].% When% a% drop% of% liquid% is%
placed%on%a%surface,%it%spreads%to%reach%equilibrium%between%cohesive%and%adhesive%
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forces%with%minimum%energy.% This% equilibrium%between% forces% is% described% by% the%
Young%equation:%
γsv%=%γsl%+%γlv.cosθ,%
where%γsv%is%the%solid%surface%free%energy,%γsl%is%the%solid/liquid%interfacial%tension,%γlv%
is%the% liquid/vapor%surface%tension%and%θ% is%the%contact%angle%[13,%14].%Since%Young%
equation%contains%two%unknowns%variables%(γsl%and%γlv),%surface%energy%(γsv)%need%to%
be%calculated%using%more%than%one%contact%angle%obtained%with%liquids%with%different%
surface%tensions%[13].%
The% static% sessile% drop% technique% is% the% simplest% method% to% measure% the% contact%
angle.% It%is%usually%established%that%a%contact%angle%less%than%90°%(low%contact%angle)%
indicates% that% the% liquid% spreads% over% a% large% area% of% the% surface,% enabling% the%
wetting%of%the%surface.%A%contact%angle%higher%than%90°%(high%contact%angle)%means%
that%the%liquid%minimizes%the%contact%with%the%surface,%which%is%unfavorable%for%the%
wetting%of%the%surface%[14].%%
This% technique% is% one% of% the% most% sensitive% of% all% surface% analytical% techniques%
because%only%the%top%nanometer%of%a%surface%influences%wettability%[2,%3].%Therefore%
it% can% be% used% to% detect% surface% modification,% namely% detection% of% AMP%
immobilization%[4C11].%
2.(Ellipsometry(!
Ellipsometry%is%a%nonCdestructive%optical%method%that%measures%the%change%in%state%
of% polarization% of% the% light% upon% reflection% from% a% surface.% This% technique% is% very%
useful% for% the% determination% of% the% thickness% of% a% thin% film% deposited% onto% a%
reflective% substrate,% since% the% state% of% reflected% polarized% light% depends% on% the%
thickness%and%the%refractive%index%of%the%coating%[15,%16].%%
When% light% reflects% from% a% surface% both% pC% and% sC% components% of% the% incident%
polarized% light% (pCparallel% and% sCperpendicular% to% the% plan% of% incidence)% will% be%
changed%from%linear%to%elliptical.%This%is%schematically%demonstrated%in%Figure%2.%
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%
Figure(2.%Schematic%representation%of%light’s%polarization%due%to%optical%components%and%it%is%elliptical%
polarised% upon% reflection% with% asymmetric% intensity% difference% (tan%Ψ)% and% phase% difference% (Δ).%
Reproduced%from%[17].!!
%
The%change%of%polarization% is%characterized%by% the%amplitude%ratio% (Ep/Es),%and%the%
phase%difference%(δpCδs)%of%the%two%components%(pC%and%sC)%of%the%electric%vector%E.%
The% change% of% polarization% due% to% reflection% at% an% interface% is% defined% by% two%
ellipsometric%angles%Ψ%and%Δ:%%!"#!Ψ = !!!! /!!!!!! /!!! %%%
and%%Δ=(!!!−!!!)−(!!!−!!!)%
%
where% Tan%Ψ% is% the% change% in% the% amplitude% ratio% due% to% reflection% and%Δ% is% the%
change%in%the%phase%difference%of%both%pC%and%sC%components%of%the%polarized%light%
before%(i)%and%after%its%reflection%from%a%surface%(r).%These%two%angles%are%related%with%
the% optical% characteristics% of% the% surface,% namely% to% its% refractive% index% (n)% and%
extinction% coefficient% (k)% and% also% the% thickness% of% a% thin% film% deposited% onto% a%
reflective%surface%[15,%16].%
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  This% technique% can% be% very% useful% to% determine% surface%modification% of% thin% films%
(<100%nm),%particularly%when%a%thickness%change%is%expected,%such%in%the%case%of%AMP%
immobilization.%%
%
3.(FourierDTransform(Infrared(reflectionDabsorption(spectroscopy((IRRAS)(!
Infrared% spectroscopy% provides% information% about% chemical% bonds% and% chemical%
functional% groups%present% in% the% sample.% IRRAS% is% a% specific% adaptation%of% infrared%
spectroscopy%for%characterization%of%thin%films%deposited%on%reflective%surfaces.%%The%
infrared%beam%emitted%induces%molecular%vibrations%at%specific%frequencies%matching%
the% fundamental%vibrations%modes%of%a%molecule.%Absorption%only%occurs% for% those%
vibrations% that% induce% oscillating% dipoles% perpendicular% to% the% surface% [3].%
Experimentally,% the% infrared% beam% emitted% is% polarized% through% a% polarizer.% The%
polarized% light% incises% into%the%sample%at%80°%grazing%angle%that% is%nearly%parallel%to%
the% surface% increasing% the% sensitivity% to% the% upper% surface% layers% of% the% thin% films.%
Afterwards,%the%detector%senses%the%reflected%beam%(see%Figure%3).%
%
Figure( 3.% Scheme% of% IRRAS.% Polarized% Infrared% is% incident% in% to% sample% at% 80°% grazing% angle% and%
reflected%to%the%detector.%Adapted%from%[18].%
%
The% reflected% frequencies% are% compared% with% the% incident% frequencies% giving% the%
frequencies%absorbed%by%the%film%on%the%surface.%The%obtained%spectra%present%the%
absorption%bands%corresponding%to% the% frequencies%at%which%radiation% is%absorbed.%
These%absorbed% frequencies% correspond% to% specific%molecular% vibrations%of% specific%
chemical%bonds%and%chemical%functional%groups.%%
This% technique% is% therefore% used% to% detect% thin% films% deposited% onto% a% reflective%
surface,%the%introduction/remotion%of%new%functional%groups%(e.g.,%functionalization%
Sample'surface'
IR'source'
Polarizer'
Detector'
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of%a% chitosan% thin% film),% the% increase/decrease%of% specific% functional% groups%due% to%
the% immobilization% of% other% compounds% (e.g.,% AMP% immobilization,% chitosan%
deacetylation.%
(
4.(XDray(photoelectron(spectroscopy((XPS)(!
XCray% photoelectron% spectroscopy% is% a% semiCquantitative% spectroscopic% technique%
based% on% the% photoelectric% effect% that% allow% the% measure% of% the% elemental%
composition,%empirical%formula,%chemical%state%and%electronic%state%of%the%elements%
that%exist%within%a%material%[2,%3,%19].%
XPS%measures%the%kinetic%energy%(Ke)%and%the%number%of%electrons%that%escape%from%
the%top%(until%10%nm)%of%the%material%being%irradiated%with%a%XCray%beam%in%ultraChigh%
vacuum%(to%assure%that%no%other%specimens%are%present%in%the%chamber).%A%scheme%
of%a%XCray%photoelectron%spectroscopy%system%is%depicted%in%Figure%4.%%
%
Figure(4.%Scheme%of%an%XCray%photoelectron%spectroscopy%system:%xCray%source,%sample,%electrostatic%
analyzer%and%electron%detector.%Adapted%from%[20].%
%%
The% binding% energy% of% an% electron% to% an% atom% (Be)% is% determined% from% the%
photoelectric%relationship:%
Be=hνCKe,%
Where% hν% is% the% known% energy% of% the% incident% XCray% beam% and% Ke% is% the% kinetic%
energy% of% the% emitted% electron% measured% by% the% XCray% spectrometer.% Since% Be% is%
Photo%emi)ed+electrons+
Focused+Beam++
of+X%rays+
Electron+Energy+
+Analyzer+
Electron+detector+
Electron+
+collec<on+lens+
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specific%of%each%chemical%element,%XPS%provides% identification%of%all%elements% (with%
the% exceptions% of% H% and% He)% that% exist% in% or% on% the% surface% of% the% material.%
Furthermore,%since%Be%is%determined%by%the%local%chemical%environment%and%type%of%
atom,%peak%shifts%can%be%used%to%obtain%information%about%the%chemical%bond%state%
of%atom,%e.g.%if%it%is%bond%to%other%more%electronegative%atom.%[2,%3,%19].%Therefore,%
this% technique% can% be% extremely% valorous% in% detecting% surface% chemical%
modifications,%as% it%can%detect% the% introduction%of%new%elements% to% the%surface,%as%
well%as,%clarifying%changes%on%the%chemical%bonds%established%by%particular%elements.%
Its%semiCquantitative%character,%also%helps%understanding%the%different%amounts%of%a%
particular%element%in%the%different%samples,%allowing%an%estimation%of%the%amount%of%
tethered%AMP.%
%
5.(Atomic(Force(Microscopy(!
Atomic%force%microscopy%(AFM)%is%a%threeCdimensional%topographic%technique%with%a%
high%atomic%resolution%to%measure%surface%roughness.%AFM%is%a%nearCfield%technique%
based%on%the%interaction%between%a%sharp%tip%and%the%atoms%of%the%sample%surface.%
Atomic%resolution%of%samples%is%attained%in%AFM%by%monitoring%small%forces%applied%
over%a%surface%using%a%sharp%probe%mounted%on%a%flexible%cantilever,%which%acts%as%a%
spring.% The%movements% of% the% flexible% cantilever% can% be%monitored% by% changes% in%
laser% deflection% off% of% a% reflective% surface% on% the% backside% of% the% cantilever.% A%
photodiode% detector% detects% the% changes% in% deflection% of% the% laser% [21].% Figure% 5%
depicts%a%schematic%representantion%of%an%AFM.%
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%
Figure(5.%Schematic%representation%of%an%AFM.%Reproduced%from%[22].%%
%
Several% imaging% modes% are% available% in% AFM% that% provide% information% about% the%
surface%properties%of%materials%as%experienced%by%the%touch%of%the%AFM%probe.%The%
most% frequently% used% AFM% imaging% modes% in% biology% include% contact% mode% and%
tapping% or% intermittent% contact% mode% (reviewed% in% [23C25]).% Therefore,% AFM% is%
particularly% important% to% disclose% topographical% appearance% of% surfaces,% whose%
roughness% changes%may% be% related% to% surface%modification.%Moreover,% as% it% has% a%
very%high%spatial%resolution%(up%to%subCnanometer),%it%provides%the%ability%to%map%the%
distribution%of%single%molecules%[26,%27].%
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1.(Abstract(!
hLF1–11! (GRRRRSVQWCA)! is! an! antimicrobial! peptide! (AMP)! with! high! activity!
against! methicillinNresistant! Staphylococcus, aureus! (MRSA),! the! most! prevalent!
species! in! implantNassociated! infection.! In! this! work,! the! effect! of! the! surface!
immobilization! on! hLF1–11! antimicrobial! activity! was! studied.! Immobilization! was!
performed! onto! chitosan! thin! films! as! a! model! for! an! implant! coating! due! to! its!
reported!osteogenic!and!antibacterial!properties.!Chitosan!thin!films!were!produced!
by!spinNcoating!on!gold!surfaces.!hLF1–11!was!immobilized!onto!these!films!by!its!CN
terminal! cysteine! in! an! orientation! that! exposes! the! antimicrobial! activityNrelated!
arginineNrich! portion! of! the! peptide.! Two! levels! of! exposure! (with! and! without! a!
polyethylene! glycol! (PEG)! spacer)! were! analyzed.! Covalent! immobilization! was!
further! compared!with! the! AMP! physical! adsorption! onto! chitosan! films.! Surfaces!
were! characterized! using! ellipsometry,! contact! angle!measurements,! atomic! force!
microscopy,! infrared! and! XNray! photoelectron! spectroscopies! and! using! a!
fluorimetric! assay! for! hLF1–11! quantification.! Surface! antimicrobial! activity! was!
assessed! through! surface! adhesion! and! viability! assays! using! an! MRSA! (S., aureus!
ATCC!33591).!The!incorporation!of!hLF1–11!increased!significantly!bacterial!adhesion!
to! chitosan! films.! However,! the! presence! of! hLF1–11,! namely! when! immobilized!
through!a!PEG!spacer,!decreased!the!viability!of!adherent!bacteria!with!regard!to!the!
control! surface.! These! results! demonstrated! that! hLF1–11! after! covalent!
immobilization!by!its!cysteine!can!maintain!activity,!particularly!if!a!spacer!is!applied.!
However,!further!studies,!exploring!the!opposite!orientation!or!the!same!CNterminal!
orientation,!but!nonNcysteine!related,!can!help!to!clarify!the!potential!of!the!hLF1–11!
immobilization!strategy.!!
!
Keywords:( Antimicrobial! peptides,! Surface! immobilization,! Surface! characterization,! Bacterial!
adhesion,!Chitosan!!
!
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2.(Introduction(
!
Antimicrobial! peptides! (AMPs)! are! a! new! class! of! antibiotics! with! very! promising!
characteristics.!They!are!usually!composed!of! short! sequences!of!amino!acids! (<50!
residues),!with! simultaneous! amphipathic! and! cationic! behaviors! [1].!Although! the!
AMPs!exact!mechanism!of!action! is!not! fully!elucidated,! it! is!generally!accepted! to!
include! electrostatic! interactions! between! the! bacterium! negatively! charged! outer!
layer! and! the! positively! charged!AMP,!which! results! in! bacterial! death! [1,2].! Their!
most! interesting! features! are:! high! activity! against! a! broad! spectrum! of!
microorganisms! (GramNpositive! and! –negative! bacteria,! yeasts),! high! selectivity!
towards! microorganisms! and! not! mammalian! cells! (which! have! zwitterionic!
membranes),!fast!killing!even!at!low!concentrations!and,!most!importantly,!they!do!
not! have! the! tendency! to! induce! resistance! [1,3].! This! last! feature! differentiates!
them! from! the! classical! antibiotics! presently! used.! However,! AMP! application! has!
some! associated! challenges,! namely! (i)! proteolytic! degradation,! (ii)! peptide! coN
precipitation!with!plasma!carrier!proteins!and! (iii)!peptide!selfNaggregation.!Also,! if!
higher! titers! are! applied! to! circumvent! such! problems,! cytotoxic! effects! become!
apparent.! One! current! strategy! to! overcome! these! challenges! is! its! covalent!
immobilization!onto!a!surface![4].!!
In! the! present! work! we! have! chosen! hLF1–11,! which! is! a! 11Nmer! derived! from!
human!Lactoferrin.!This!amphipathic!peptide,!with!an!hydrophilic!NNterminal!and!a!
hydrophobic! CNterminal,! has! a! wide! spectrum! of! activity,! associated! with! an!
excellent! safety! profile,! tested! both! in, vitro! and! in, vivo! [5–7].! Indeed,! it! has! been!
tested!against!methicillinNresistant!Staphylococcus,aureus!(MRSA)!in!an!osteomyelitis!
model! [8–10].! However,! in! this! model,! the! delivery! system! consisted! of! hLF1–11!
incorporated! in!calcium!phosphate! (Ca–P)!cement,!which! resulted! in!burst!peptide!
release!only![11].!Likewise,!KazemzadehNNarbat!et,al.![12]!tested!hLF1–11!on!a!Ca–P!
microporous!coating!and!found!the!peptide!to!have!a!slow!and!incompetent!release.!
Therefore,!as!the!soluble!hLF1–11!application!has!not!provided!sufficient!activity,!we!
decided! to! test! whether! covalent! immobilization! could! originate! an! efficient!
antimicrobial! coating! against! implantNrelated! infections.! To! this! end,!we! needed! a!
polymer! that! would! be! easily! functionalized,! but! also! would! have! intrinsic!
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characteristics! favorable! to! the! product! end! application,! as! allowing!
osteointegration,!and!inhibiting!bacterial!adhesion!and!growth.!Therefore,!we!chose!
chitosan,! as! it! fulfills! the! characteristics! mentioned! above,! with! reported!
antimicrobial! [13–16]!and!osteogenic!properties! [17–20].!As!summarized!by!us! [4],!
AMP!covalent!immobilization!may!result!in!activity!lost,!so!some!parameters!should!
be!addressed! in!order! to!obtain!maximum!activity,!namely! (i)!orientation! (NN!or!CN
terminal! immobilization)! and! (ii)! exposition.! The! combination! of! these! parameters!
gives! rise! to!different! immobilization!profiles! that! can!have! very!distinct! activities.!
Some!papers!have!reported!that!positively!charged!amino!acids! (arginine)!of! its!NN
terminal! are! essential! for! hLF1–11! antimicrobial! activity! [6,7,21].! Also,! the! natural!
sequence!of!hLF1–11!offers!a!free!sulfhydryl!group!at!the!cysteine!residue!near!the!
CNterminal,!which! can!be!used! for!disulfide!bridge!establishment!with!SHNmodified!
chitosan.! This! is! a! simple,! mild! reaction! that! allows! the! control! of! peptide!
orientation.! Therefore! in! this! study,! we! immobilize! hLF1–11! by! its! CNterminal!
(exposing! the! arginine/positive! end)! directly! to! the!polymer! (for! a!more! strict! and!
oriented!exposition!of! the!AMP)!or!through!a!spacer! (for!a!more!movable/! flexible!
exposition)! and! compare! its! activity! against! simple! physical! adsorption! of! the!
peptide!onto!the!polymer.!!
!
3.(Materials(and(methods(
!
3.1.(hLF1–11(synthesis(and(characterization((!
hLF1–11!(GRRRRSVQWCA,!CNterminal!amide)!was!produced!by!Fmoc/tBu!solidNphase!
peptide! synthesis! methodologies! assisted! with! microwave! energy! (Liberty! 1!
Microwave! Peptide! Synthesizer,! CEM! Corporation)! [22,23].! Crude! product! was!
purified! by! reverseNphase! liquid! chromatography! and! confirmed! by! highN
performance! liquid! chromatography! (HitachiNMerck! LaChrom! Elite),! liquid!
chromatography–electrospray! ionization! mass! spectrometry! (LCQNDecaXP! LCNMS!
system,!ThermoFinnigan)!and!ultraviolet!spectrometry.!The!peptide!used!presented!
a!purity!level!higher!than!90%.!!
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3.2.(hLF1–11(surface(immobilization((
3.2.1.%Substrate%preparation%%!
Gold! production! and! cleaning! were! performed! according! to! Martins! et, al.! [29].!
Briefly,! chromium! (5! nm)! and! gold! (25! nm)! layers! were! deposited! by! ion! beam!
sputtering!from!chromium!and!gold!targets!(99.9%!purity)!on!silicon!wafers!(AUREL,!
GmbH).! Chromium! was! used! to! improve! the! adhesion! of! gold! to! silicon.! Gold!
substrates!were! cleaned!with! ‘‘piranha’’! solution! (7! parts! of! H2SO4! and! 3! parts! of!
30%! H2O2)! for! 5! min! (caution:! this! solution! reacts! violently! with! many! organic!
materials! and! should! be! handled! with! suitable! protective! measures),! thoroughly!
rinsed!with!ethanol!and!dried!with!a!gentle!stream!of!argon.!!
!
3.2.2.%Preparation%of%chitosan%ultrathin%films%%!
Commercial!squid!pen!chitosan!(France!Chitine)!was!purified!by!the!reprecipitation!
method! [25].! Chitosan! thin! films!were! prepared! by! dispensing! a! drop! of! chitosan!
solution!(0.4%!in!acetic!acid!w/v)![26]!on!the!center!of!the!Au!substrates!(150!µl!for!1!
x! 1! cm2! substrates)! placed! in! the! spin! coater! equipment! (Laurell! Technologies!
Corporation)! and! spun!at! 9000! rpm! for!1!min.! Then,! the!newly!prepared!ultrathin!
films! were! neutralized! with! 0.1! M! NaOH! for! 5! min! and! rinsed! twice! with! MilliQ!
water.! Each! sample!was! dried!with! a! gentle! stream!of! argon! and! stored! in! sealed!
plastic!Petri!dishes!saturated!with!argon!until!use.!!
!
3.3.(Peptide(immobilization((!
hLF1–11! immobilization! on! chitosan! thin! films! was! performed! by! forming! a!
persulfate! bond! (disulfide! bridge)! between! free! sulfhydryl! groups! present! in! the!
peptides!cysteine!side!chain!and!in!prefunctionalized!chitosan!(Figure!1).!!
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!
Figure(1.!A)!Chitosan!modification!with!NAC!or!Sp;!B)!hLF1N11! immobilization!by!establishment!of!a!
covalent!disulfide!bridge.!
!
3.3.1.%Introduction%of%SH%groups%onto%chitosan%films%%!
Functionalization!of!chitosan!thin!films!with!SH!groups!was!obtained!by!the!coupling!
of! NNacetyl! cysteine! (NAC)! (Merck),! or! ON(2Ncarboxyethyl)No’N(2Nmercaptoethyl)!
heptaethylene! glycol! (Sp)! (Sigma! Aldrich! ≥95%! purity).! Chitosan! thin! films! were!
treated! with! a! solution! of! 0.2! M! 1NethylN3N(3Ndimethylaminopropyl)!
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carbodiimidehydrochloride)! (EDC;! Sigma–Aldrich),! 0.05!M!NNhydroxysulfosuccimide!
(NHS;! Sigma–Aldrich)! and! 25! mM! of! SH! agent! (NAC! or! Sp)! in! 0.1! M! (NN
morpholino)ethanesulfonic!acid!(MES;!Sigma–Aldrich)!buffer!at!pH!6.5!for!!1!h!(NAC)!
or! 2! h! (Sp),! at! 37! °C! and! 100! rpm.! Samples! were! then! rinsed! with!MilliQ! water,!
immersed! for! 1!min! in! an!ultrasound!bath! (Bandelin! Sonorex!Digitec!Bath!35! kHz)!
and!rinsed!again!with!MilliQ!water.!!
!
3.3.2.%Peptide%chemical%and%physical%immobilization%%!
NonNmodified!(for!simple!physical!adsoption)!and!modified!chitosan!substrates!were!
incubated! with! 1! mg! mlN1! peptide! solution! in! 10mM! TrisHCl,! pH! 8.0,! in! oxidative!
conditions!(20%!dimethyl!sulfoxide!(DMSO))!for!18!h,!at!30!°C!and!120!rpm.!!
!
3.4.(Surface(characterization((
3.4.1.%Infrared%reflection%absorption%spectroscopy%(IRRAS)%%!
Measurements! were! performed! on! a! Perkin! Elmer! Fourier! transform! infrared!
spectrophotometer,! model! 2000,! coupled! to! a! VeeMax! II! Accessory! (PIKE)! and! a!
liquidNnitrogenNcooled! mercury! cadmium! telluride! (MCT)! detector.! In! order! to!
ensure!that!there!was!no!water!vapor!adsorption,!dry!nitrogen!was!purged!into!the!
instrument!for!5!min!before!and!during!the!measurement!of!each!sample.!For!each!
substrate,! a! similar! gold! surface! was! used! as! a! background.! Incident! light! was! pN
polarized!and!spectra!were!collected!using!the!80°!grazing!angle!reflection!mode.!For!
each!sample,!100!scans!were!collected!with!4!cmN1!resolution.!!
!
3.4.2.%Ellipsometry%%!
Ellipsometry!measurements!were!performed!using!an! imaging!ellipsometer,!model!
EP3,!from!Nanofilm!Surface!Analysis.!This!ellipsometer!was!operated!in!a!polarizer–
compensator–sample–analyzer! mode! (null! ellipsometry).! The! light! source! was! a!
solidNstate!laser!with!a!wavelength!of!532!nm.!The!gold!substrate!refractive!index!(n!
=!0.6244)!and!extinction!coefficient!(k!=!2.3845)!were!determined!using!a!delta!and!
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psi! spectrum!with! a! variation! of! angle! between! 65! and! 71°.! These!measurements!
were!made!in!four!zones!to!correct!for!any!instrument!misalignment.!The!thickness!
of!the!chitosan!films!was!determined!using!(n)!chitosan!=!1.54!and!(k)!chitosan!=!0!
[27].!Results!are!presented!as! the!average!of! three!measurements!on!each!of! two!
samples.!!
!
3.4.3.%XEray%photoelectron%spectroscopy%(XPS)%%!
XPS! measurements! were! carried! out! on! a! VG! Scientific! Escalab! 200A! (UK)!
spectrometer!using!magnesium!Kα!(1253.6eV)!as!the!radiation!source!(from!CEMUP!
–!Centro!de!Materiais!da!Universidade!do!Porto).!The!photoelectrons!were!analyzed!
at!a!takeNoff!angle!of!55°.!Survey!spectra!were!collected!over!a!range!of!0–1150!eV!
with!an!analyzer!pass!energy!of!50!eV.!HighNresolution!C1s,!O1s,!N1s,!S2p!and!Au4f!
spectra!were! collected!with! an!analyzer!pass! energy!of! 20!eV.! The!binding!energy!
(BE)!scales!were!referenced!by!setting!the!C1s!BE!to!285.0!eV.!All!the!spectra!were!
fitted! using! XPS! peak! fitting! software! (XPSPEAK! Version! 4.1).! Element! atomic!
percentages!were!calculated!from!the!integrated!intensities!of!the!XPS!peaks,!taking!
into!account!the!atomic!sensitivity!factors!of!the!instrument!data!system.!Sulfur!high!
resolution! spectra! were! fitted! with! a! doublet! structure! with! a! 2:1! area! ratio! and!
splitting!of!1.2!eV,!as!described!by!Castner!et,al.! [28].!All!sulfur!spectra!were!fitted!
with!a!1.7!eV!full!width!at!half!maximum!profile.!!
!
3.4.4.%Water%contact%angle%measurements%%!
Contact!angle!measurements!were!performed!using!the!sessile!drop!method!with!a!
contact! angle! measuring! system! from! Data! Physics,! model! optical! contact! angle!
(OCA)!15,!equipped!with!a!video!CCD!camera!and!SCA!20!software,!as!described!by!
Martins!et,al.![29].!After!deposition!of!4!µl!drops!of!MilliQ!water,!images!were!taken!
every! 2! s! over! 300! s.! Droplet! profiles! were! fitted! using! different! mathematical!
functions,! to! calculate! the! contact! angle.! The! ellipse! fitting! method! was! used! to!
calculate! contact! angles! between! 90°! and! 30°.! The! water! contact! angle! of! each!
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substrate!was!calculated!by!extrapolating!the!timeNdependent!curve!to!zero.!Results!
are!the!average!of!three!measurements!on!three!independent!samples.!!
!
3.4.5.%Atomic%force%microscopy%(AFM)%%!
AFM!studies!were!carried!out!using!a!PicoPlus!scanning!probe!microscope!interfaced!
with!a!Picoscan!2500!controller!(both!from!Agilent!Technologies,!USA).!Each!sample!
was! imaged! with! a! 10! x! 10! µm2! piezoNscanner.! The! surface! roughness! was!
determined! in!700!x!700!nm2!scanned!areas! in! five! randomly!chosen! locations!per!
sample,!at! room!temperature.!The!roughness!height!parameter!calculated!was!the!
root!mean!square!roughness,!which!corresponds!to!the!deviations!from!the!center!
x–y!plane! (Rq).!The!center!plane! is!a!plane!such! that! the!volumes!enclosed!by! the!
image!surface!above!and!below!are!equal.!The!control!gold!substrate!was!analyzed!
through!Tapping®!mode,!with!a!spring!constant!of!K!=!1–5!N!mN1!using!a!silicon!tip.!
Samples! were! analyzed! in! contact! mode,! using! a! silicon! nitride! tip! with! a! spring!
constant!of!K=0.58!N!mN1.!!
!
3.4.6.%Peptide%surface%density%%!
Tethered!peptide!quantification!was!performed!through!colorimetric!reaction!using!
9,10Nphenanthrenequinone! (PHQ,! Fluka)! [30].! The! reaction! between! PHQ! and!
arginine! or! arginine! residues! forms! a! stable! compound! which! fluoresces! upon!
excitation! [30].! Present! protocol!was! adapted! from!KazemzadehNNarbat!et, al.! [12]!
Substrates!were!sonicated!1!h!in!0.1!M!HCl!in!an!ultrasound!bath.!Then,!1!ml!of!each!
sample! solution! was! added! to! 3! ml! of! 3.5! µM! PHQ! in! absolute! ethanol.!
Simultaneously!0.5!ml!of!2!M!NaOH!was!added!to!adjust! the!pH.!The!mixture!was!
then!incubated!at!30!°C!for!3!h.!Finally,!2.25!ml!of!2.4!M!HCl!was!added!to!stop!the!
reaction.! At! this! point,! the! characteristic! wavelengths! were! determined! from! the!
excitation! and! emission! spectra.! The! highest! emission! intensity! was! found! at! the!
wavelength!of!380!nm.!The!highest!peak!at! the!excitation! spectrum! (256!nm)!was!
chosen!for!the!maximum!emission!output.!The!fluorescence!emission!was!measured!
using!a!fluorescence!microplate!reader!(Biotek!Synergy!Mx!Luminometer).!
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!The!amount!of!hLF1–11!was!calculated!based!on!a!calibration!curve!prepared!with!
standard!solutions!of!free!LNarginine!(Fluka)!and!free!hLF1–11.!Standard!solutions!of!
free! hLF1–11! were! adjusted! by! quantification! at! 280! nm! in! a! Thermo! Scientific!
‘‘Nanodrop!1000’’!spectrophotometer.!!
!
3.5.(Bacterial(assays((
3.5.1.%Bacterial%strains,%media%and%growth%conditions%%!
MethicillinNresistant! S., aureus! Subsp! aureus! strains! (ATCC! 33591)! were! obtained!
from!the!American!Type!Culture!Collection.!Bacteria!were!grown!on!tryptic!soya!agar!
(TSA)! (Merck)! and! tryptic! soya! broth! (TSB)! (Merck).! Bacterial! suspensions! were!
adjusted!by!measuring!optical!density!(600!nm).!Bacterial!numbers!were!confirmed!
by!a!colony!forming!units!(CFUs)!count.!!
!
3.5.2.%Minimal%inhibitory%concentration%determination%%!
Minimal! inhibitory! concentration! (MIC)! was! established! with! a! modified! broth!
microdilution!method!in!Mueller!Hinton!broth!(MHB)![31].!!
!
3.5.3.%Bacterial–surface%interaction%
3.5.3.1.!Sample!preparation!!
Test!surfaces!were!washed!successively! in!70%!ethanol!and!sterile!water,!and!then!
dried! in! sterile! environment.! Samples! were! then! transferred! to! a! 24Nwell,! flatN
bottom!cellular!suspension!plates!(Sarstedt,!Ltd,!Newton,!USA).!!
!
3.5.3.2.!Sample!incubation!with!bacteria((
(
500!µl!of!3!x!107!CFU!mlN1!bacterial!solution!(S.,aureus!ATCC!33591)!was!then!added!
to!each!well!and!incubated!at!37!°C!for!4!h.!Surrounding!wells!were!filled!with!1!ml!
of!sterilized!deionized!water,!in!order!to!avoid!broth!evaporation.!!
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3.5.3.3.!Non0adherent!viable!bacteria!(supernatant)!assay!!
After!the!incubation!period,!serial!dilutions!of!the!supernatants!were!performed!and!
plated!onto!TSA!plates.!CFU!counts!were!assessed!after!18!h!incubation!at!37!°C.!!
!
3.5.3.4.!Bacterial!surface!adhesion!assay!!
After!the!incubation!period,!substrates!were!rinsed!with!phosphate!buffered!saline!
(PBS)!sterile!solution,!and!then!fixed!with!300!µl!of!paraformaldehyde!4%!for!20!min.!
Substrates! were! rinsed! again! with! sterile! PBS! solution! and! stained! with!
VECTASHIELD®! Mounting! Medium! with! (4’,6NdiamidinoN2Nphenylindole! (DAPI;!
Vector).! DAPI! binds! to! bacteria! DNA,! is! excited! at! 360! nm! and! emits! at! 460! nm,!
resulting!in!blue!fluorescence.!Images!were!obtained!with!an!inverted!fluorescence!
microscope! (Axiovert! 200! M,! Zeiss,! Germany)! using! a! magnification! of! 1000x,!
corresponding!to!a!net!surface!area!of!0.1181!mm2!per!sample.!For!quantifying!the!
total! adherent! bacteria,! eight! fields! of! each! sample! were! obtained! and! analyzed!
using! ImageJ! software.! The! image! analysis! results! were!measured! as! the! average!
area!of!cells!per!field!of!view,!and!are!reported!as!the!average!percentage!coverage.!
Three!replicates!for!each!condition!were!used.!!
!
3.5.3.5.!Viable!surface!adherent!bacteria!assay!!
After! the! incubation! period,! substrates! were! rinsed! with! PBS! sterile! solution! to!
remove!nonNadherent!bacteria,! transferred! to! a!new!plate!with!500!µl! of! PBS!and!
then! sonicated! for! 8!min! in! an!ultrasound!bath! (Bandelin! Sonorex!Digitec!Bath! 35!
kHz)! to! release! all! adherent! bacteria.! After! sonication,! serial! dilutions! of! the!
supernatant! were! performed,! and! plated! onto! TSA.! CFU! counts! were! performed!
after!18!h!of!incubation!at!37!°C.!Three!replicates!for!each!condition!were!used.!To!
control! sonication! efficiency,! the! sonicated! substrates! were! stained! with!
VECTASHIELD®! Mounting! Medium! with! DAPI! and! observed! using! a! inverted!
fluorescence! microscopy,! to! guarantee! that! all! bacteria! were! removed! from! the!
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surface.!Also,!the!initial!inoculum!was!plated!before!and!after!sonication,!to!ensure!
that!minimum!death!was!promoted!by!the!technique.!!
3.6.(Statistical(analysis((
For! statistical! analysis,! oneNway! analysis! of! variance! followed! by! Tukey’s! post! hoc!
testing! were! used.! When! Gaussian! distribution! was! not! confirmed! (Antimicrobial!
activity! assays)! the! nonNparametric! KruskalNWallis! test! was! applied! using! the!
Graphpad!Prism!program.!Data!are!expressed!as!the!mean!±!standard!deviation!(SD)!
and!p!values!of!<0.05!were!considered!significant.!!
!
4.(Results((
4.1.(Surface(characterization((!
Chitosan!thin!films!with!and!without!hLF1–11!were!characterized!using!ellipsometry,!
water!contact!angle!measurements,!AFM,!IRRAS,!XPS!and!fluorimetric!assay.!!
!
4.1.1.%Ellipsometry%%!
The!thickness!of! the!spinNcoated!chitosan! films!was!14.6!±!1.4!nm.!Films!remained!
stable! during! reaction! procedures,! since! no! thickness! differences! were! detected!
between!freshly!and!buffer! incubated! films! (data!not!shown).!Figure!2A!shows!the!
thickness!of!chitosan!thin!films!after!surface!modification.!!
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!
Figure( 2.( Surface! characterization! of! chitosanNmodified! films! as! determined! by!A)!
ellipsometry! (surface! thickness);!B)! water! optical! contact! angle!measurements;! C)!
AFM!(surface!roughness).((
!
The! thickness!of! chitosan! films! increased!after! its! functionalization!with!NAC! (+9.8!
nm)! or! Sp! (+20.5! nm)! (p! <! 0.05),! which! is! proportional! to! the! length! of! the!
immobilized!structure,!suggesting!the!success!of!the!functionalization.!After!hLF1–11!
immobilization! onto! Chit_NAC! (Chit_NAC_hLF),! a! 2! nm! thickness! increase! was!
observed! (p! <! 0.05),! indicating! that! the! peptide! was! successfully! bond! to! the!
polymer.!However,!hLF1–11!immobilization!onto!Chit_Sp!was!not!detected!using!this!
technique,! since! no! significant! difference! was! observed! between! the! Chit_Sp! film!
thickness! before! and! after! peptide! immobilization! (Chit_Sp_hLF).! This! can! be!
explained!by!the!flexibility!of!the!spacer,!which!can!result! in!a!closer!positioning!of!
the!peptide!towards!the!chitosan!film!or!due!to!the!SNS!bond!formation!between!the!
SH! terminal! of! the! Sp.! The! small! increase! from! 14.6! ±! 1.4nm! to! 17.1! ±! 0.4nm!
observed! in! chitosan! films! after! immersion! in! the! peptide! solution! indicates! that!
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some!hLF1–11!can!be!adsorbed!or! incorporated!onto!chitosan! films! (p!<!0.05).!No!
significant! thickness! difference! was! observed! between! chitosan! solely! incubated!
with!EDC/NHS!reagents!and!Chit_NAC.!An!alternative!chemistry!pathway!can!explain!
this!situation!where!the!absence!of!a!carboxylic!group!allows!a!direct!reaction!of!the!
carbodiimide!of!EDC!with!the!free!amine!groups!of!chitosan![33]!(Figure!3.).!
!!
Figure(3.!Reaction!of!carbodiimide!(EDC)!and!NHS!with!chitosan!free!amines!
!
4.1.2.%Water%contact%angle%measurements%%!
Water!contact!angle!of!chitosan!surfaces!before!and!after!chemical!modification! is!
shown!in!Figure!2B.!Chitosan!films!(θw!=!64!±!2°)!became!more!hydrophilic!after!NAC!
and!Sp!functionalization!(θw!=!37!±!2°!and!49!±!1°,!respectively)!in!contrast!with!the!
EDC/NHS! modification! (θw! =! 58! ±! 1°).! After! hLF1–11! direct! immobilization! onto!
Chit_NAC!(Chit_NAC_hLF),!the!water!contact!angle!increased!to!40!±!0.1°!(p!<!0.05),!
suggesting! peptide! immobilization! onto! the! polymer.! However,! surface!wettability!
was! not! changed,! when! hLF1–11! was! immobilized! to! Chit_Sp! (Chit_Sp_hLF).!!!!!!!
hLF1–!11!adsorption!onto!chitosan!was!also!not!detected!using!this!technique.!!
!
4.1.3.%AFM%%!
Alteration! of! surface! roughness! due! to! the! successive! chemical! modifications! on!
chitosan! was! analyzed! by! AFM,! as! presented! in! Figure! 2C.! AFM! allowed! the!
observation!of!peptide!incorporation!on!both!NACN!and!SpNmodified!chitosan,!as!the!
root! mean! square! roughness! of! Chit_NAC_hLF! and! Chit_Sp_hLF! was! respectively!
41%!and!64%!higher! ! ! (p!<!0.05)! than!that!of! the!corresponding!chitosan!modified!
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substrate.! No! other! significant! differences! were! found! between! the! remaining!
samples.!!
!
4.1.4.%IRRAS%%!
IRRAS!spectra!of!chitosan!thin!films!before!and!after!covalent!immobilization!of!NAC!
and!Sp!are!shown!in!Figure!4.!!
!
Figure(4.!IRRAS!spectra!of!chitosan!modified!films!and!hLF1–11!immobilized!chitosan!films.!!
!
The!spectrum!of!chitosan!immersed!in!buffer!(Chit_b)!allows!the!identification!of!the!
characteristic! absorption!bands!of! chitosan,! as!described!elsewhere! [25,26,34–36].!
After! reaction! with! NAC! and! Sp,! the! increase! of! the! characteristic! amide! I! IR!
absorption!(1660!cmN1)!confirms!the!covalent!reaction!between!chitosan!free!amine!
groups! and! the! terminal! carboxylic! groups! of! NAC! or! Sp.! Chitosan! incubated!with!
EDC/NHS!reagents!also!presented!a!similar!peak!augmentation!(data!not!shown)!in!
the! same! region,! which! is! consistent! with! the! mentioned! alternative! chemical!
pathway! (on! Figure! 3)! involving! the! formation! of! an! imine! intermediate! (C=N!
stretching!typically!ranges!from!1690!to!1630!cmN1)![37].!The!C–!H!stretching!peak!at!
2876cmN1! was! masked! on! the! Chit_NAC! and! Chit_NAC_hLF! samples,! but! it! was!
slightly!increased!in!the!Chit_Sp!sample,!as!expected!from!the!seven!ethylene!units!
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from!the!polyethylene!(PEG)!spacer.!SpNmodified!samples!have!also!shown!a!slightly!
deviated! peak,! from! 1080! cmN1! to! 1114! cmN1,! attributed! to! C–O–C! stretching!
vibration! on! a! straight! chain! (of! the! spacer)! instead! of! a! glucopyranose! ring! (of!
chitosan).! Spectra! from! chitosan! thin! films! obtained! after! hLF1–11! adsorption! or!
immobilization! are! shown! in! Figure! 4.! In! all! cases,! hLF1–11! peptide! could! be!
detected! through! an! increase! of! the! amide! I! peak! (1660! cmN1)! characteristic! of!
peptides/proteins.!However,!chitosan!films!modified!either!with!NAC!or!with!Sp!also!
display! this! absorption! band.! Therefore,! to! assess! hLF1–11! immobilization,! a! peak!
height! ratio! (amide! I!peak!height! (1660!cmN1)/C–O–C!peak!height! (1080!cmN1))!was!
calculated! for! NACNderived! samples,! since! Sp! samples! have! signal! overlap! at! the!
1080! cmN1! band.! A! higher! peak! ratio! was! found! on! immobilized! peptide! samples!
(4.62)!than!on!the!NAC!samples!(2.71),!suggesting!peptide!immobilization.!The!slight!
decrease! in! the! C–O–C! vibration! peak! (1080! cmN1)! of! chitosan! films! (Chit_b)! after!
immersion!in!the!hLF1–11!solution!(Chit!hLFads)!also!demonstrated!that!some!hLF1–
11!was!adsorbed!or!incorporated!onto!chitosan.!!
!
4.1.5.%XPS%%!
XPS!survey!spectra!demonstrated!the!absence!of!contaminants!on!the!films,!since!no!
other! elements! than! the! expected! ones! were! detected! (data! not! shown).! The!
relative!atomic!composition!of!chitosan!films!(Chit_b)!is!in!accordance!with!previous!
reports! [26,36].! XPS! S2p! highNresolution! spectra! were! used! to! detect! chemical!
modifications,! since! immobilization! reactions! were! performed! using! sulfur! bonds.!
Table!1!shows!the!percentage!of!S2p! involved!in!the!different!chemical!bonds,!free!
thiol! groups! (163!eV),! disulfide! (164–165!eV)! and!oxidized! sulfur! species! (168–169!
eV).!!
!
!
!
!
!
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Table(1.!S2p!relative!surface!atomic!composition!of!different!chitosan!samples.!!
Chitosan!
Samples!
S2p(%)! !S2p!(at.%)!
~163!eV!
SNH!
164N165!eV!
SNS!
168N169!eV!
SO3!
Chit_b! 0! 0! 0! 0!
Chit_EDC/NHS! 0! 0! 0! 0!
Chit_NAC! 0.8! 67! 0! 33!
Chit_NAC_hLF! 1.7! 18! 82! 0!
Chit_Sp! 0.9! 33! 56! 11!
Chit_Sp_hLF! 1.7! 18! 64! 18!
Chit!hLFads! 0! 0! 0! 0!
!
S2p!was!only!detected!on!covalently!modified!chitosan!films.!Peptide!immobilization!
was! confirmed! by! the! increase! in! the! total! sulfur! percentage! with! regard! to! the!
controls!(Chit_NAC!and!Chit_Sp),!specifically!the!sulfur!assigned!to!the!establishment!
of! the! disulfide! bridge! (164–165! eV).! However,! some! disulfide! bonds! were! also!
observed! on! the! Chit_Sp! sample,! which! can! be! explained! by! the! flexibility! and!
mobility!of! the!SHNterminated!spacer!chains.!Adsorbed!hLF!was!not!detected!using!
this! technique,! since!no! sulfur!was!observed!on! the!Chit_hLFads! sample.!With! the!
exception! of! Chit_NAC_hLF,! some! oxidized! sulfur! was! always! found,! due! to! its!
exposition!on!the!surface.!!
!
4.1.6.%Peptide%fluorimetric%quantification%%!
A!fluorimetric!technique!was!used!to!assess!hLF1–11!surface!density:!Chit_NAC_hLF!
6.4! (±1.4)!ng!mmN2,!Chit_Sp_hLF!4.9! (±0.8)!ng!mmN2! and!Chit!hLF!ads!3.7! (±1.0)!ng!
mmN2.! These! results! present! the! same! tendency! observed! on! the! other!
characterization! techniques,! although! no! statistically! significant! differences! were!
observed!between!samples.!!
!
4.2.(Antimicrobial(activity(characterization((!
The!MIC!of!the!soluble!hLF1–11!was!64!µg!mlN1!for!the!tested!S.,aureus!strain.!!
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Figure!5A!shows!the!nonNadherent!viable!bacteria!(supernatant)!after!contact!for!4!h!
with!the!different!surfaces.!!
!
Figure(5.!Antimicrobial!activity!characterization!of!chitosanNmodified!films!by!(A)!nonNadherent!viable!
bacteria,! (B)! bacterial! adhesion! to! different! substrates! in! percentage! of! surface! coverage,! and! (C)!
viable!adherent!bacteria!on!different!substrates.!!
!
No!significant!differences!were!found!between!the!CFUs!of!the!supernatants!of!wells!
with!and!without!samples,!except! for! the!gold!surface! (blank)!where!a!decrease! in!
the! number! of! viable! bacteria! was! observed.! Comparing! between! samples,! the!
number! of! CFUs! on! the! supernatant! of! the! gold! surface! was! only! significantly!
different!from!Chit_Sp.!!
Figure!5B!shows!that,!a!thin!film!of!chitosan!decreases!bacterial!adhesion!to!the!gold!
surface!(blank).! In!contrast,!the!presence!of!hLF1–11! induced!bacterial!adhesion!to!
chitosan,! particularly! when! the! peptide! was! directly! immobilized! on! chitosan!
(Chit_NAC_hLF)! (46Nfold! higher! (p! <! 0.05)).! When! analyzing! the! viable! adhered!
bacteria!(Figure!5C),!hLF1–11!incorporation!only! increased!significantly!the!number!
of! viable! bacteria! onto! chitosan! films! when! the! peptide! was! physically! adsorbed!
onto! the! surface! (Chit! hLFads)! or! immobilized! through! NAC! (Chit_NAC_hLF)!!!!!!!!!!!!!!!!
(p! <! 0.05).! However,! although! bacteria! adhesion! on! Chit_NAC_hLF! was! 1.7! times!
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higher!than!on!the!blank!surface,!the!number!of!viable!adherent!bacteria!between!
these! two! surfaces!was! similar.!When!hLF1–11! immobilization! occurred! through! a!
PEG! spacer! (Chit_Sp_hLF),! it! was! possible! to! observe! a! similar! surface! coverage!
(Figure!5B)!but!a!much! lower!number!of!viable!bacteria! (80%)! than! the!blank! (p!<!
0.05)!(Figure!5C).!!
Figure!6!shows!one!representative!image!of!the!adherent!bacteria!on!each!sample.!!
!
!
Figure( 6.! Representative! images! of! the!DAPI! staining! of! the! total! adhered!bacteria! in! the! different!
chitosanNmodified! surfaces.! An! inverted! fluorescence!microscope!was! used!with! a!magnification! of!
1000x.!Scale!bar!corresponds!to!10!µm.!!
!
Bacteria!adhesion!was!uniformly!distributed!when!hLF1–11!was!physically!adsorbed!
onto! chitosan! film.! However,! when! covalently! immobilized,! adherent! bacteria!
appeared! clumped! together.! These! results! demonstrated! that! immobilization! of!
hLF1–11!by!its!cysteine!residue!leads!to!a!loss!of!activity.!However,!hLF1–11!was!still!
able! to! attract! and! bind! S., aureus! and! kill! about! half! of! adherent! bacteria,!
particularly!when!immobilized!through!a!spacer.!!
!
5.(Discussion(!
In!this!study,!different!immobilization!parameters!(orientation!and!exposition)!were!
assessed! in! the! covalent! immobilization! of! the! hLF1–11! peptide! onto! chitosan!
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ultrathin! films.! CNterminal! immobilization! was! chosen! to! orient! the! arginineNrich!
portion!of! the!peptide! (associated!with! the!antimicrobial! activity! [6,7,21])! towards!
the! exterior.! Also,! two! exposition! levels! (direct! link! and! through! a! spacer)! were!
tested,! in! order! to! assess! the! best! immobilization! profile! for! this! particular! AMP.!
Surface! characterization! using! a! number! of! different! techniques! –! ellipsometry,!
IRRAS,! XPS,! water! contact! angle! measurements,! AFM! and! fluorimetric! peptide!
quantification!–!demonstrated!that!stable!chitosan!thin!films!with!and!without!hLF1–
11! were! successfully! produced.! Fluorimetric! peptide! quantification! demonstrated!
that!different!chemical!approaches!allowed!the!modification!of!chitosan! films!with!
similar!amounts!of!peptide!(ranging!from!3.7!to!6.4!ng!mmN2)!with!different!exposure!
strategies.! The! covalent! immobilization! of! hLF1–11,! either! directly! or! through! a!
spacer,!was!confirmed!by!XPS!analysis,!where!the!relative!content!of! the!S2p!peak!
assigned! to! the! disulfide! bridge! (164–165! eV)! was! clearly! increased.! Moreover,!
ellipsometry,! AFM! and! contact! angle! measurements! offered! further! support! to!
peptide!immobilization.!Higher!thickness!and!roughness!were!consistently!observed!
on! surfaces!with! peptide! covalently! immobilized,! as!well! as! an! altered!wettability!
congruent!with!the!chemical!modification!promoted.!Direct!hLF1–11!immobilization!
(Chit_NAC_hLF)! was! also! confirmed! by! IRRAS! due! to! the! rise! of! the! characteristic!
infrared! absorption! bands! of! proteins,! in! particular,! the! amide! I! band.! hLF1–11!
physical! adsorption! onto! chitosan! films! was! not! detected! by! water! contact! angle!
measurements!or! XPS! analysis! (no!S2p).!However,! a! slightly! thicker! film! (17.1!nm)!
was! observed! when! compared! to! control! chitosan! film! (14.6! nm)! and! the! slight!
decrease!on!the!chitosan!C–O–C!vibration!peak!at!1080!cmN1,!determined!by!IRRAS,!
confirms!some!peptide!adsorption.!
Antimicrobial! activity! of! soluble! hLF1–11! was! firstly! tested! against! ATCC! 33591!!!!!!!!!
S., aureus, strain,! as! this! species! is! the!most! prevalent! in! implantNrelated! infections!
[8,38].! This! S., aureus! strain! presented! a! minimum! inhibitory! concentration! of!!!!!!!!!!!
64!µg!mlN1.!This!value! is!higher!than!that!reported!elsewhere![5,7,21,39].!However,!
since!MIC!values!determined!by!different!authors!were!performed!under!different!
conditions,! namely! different! incubation! times! and! initial! inoculum,!MIC! values! are!
mostly! difficult! to! compare.! During! this! work,! MICs! were! calculated! using! the!
standard!conditions!described!by!Wiegand!et,al.![31].!
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The! nonNadherent! viable! bacteria! assay! revealed! a! uniform!bacteria! concentration!
over! the! different! surfaces.! The! exceptions! seen!were! the!blank! gold! surface,! and!
Chit_Sp.! The! former! lower! CFU! value! may! be! associated! with! a! higher! bacterial!
adhesion!onto!the!surface,!and!the!later!higher!CFU!value!may!be!explained!by!the!
nonNfouling! properties! of! the! PEGylated! surface! [40,41].! Considering! the! bacteria!
adhered! to! the! surfaces,! and! congruent! to! previous! reports! [13,15],! bacterial!
adhesion!to!chitosan! is!very! low.!After!chitosan!functionalization!with!NAC!and!Sp,!
the! values! of! adhered! bacteria! remained! low.! The! low! bacterial! adhesion! on!
Chit_NAC!samples!can!be!explained!by!some!oxidation!of! the!cysteine!SH!group! in!
SO34N! that,! due! to! its! negative! behavior,! can! be! responsible! for! repulsive! forces!
towards!the!negatively!charged!bacterial!membranes.!It!was!also!reported!that!NAC!
has!an! inhibitory!effect!on!the!slime!formation!by!Staphylococcus,epidermis!during!
biofilm! formation! [42].! Further! studies! regarding! the! effect! of! NAC! functionalized!
chitosan! films!on!bacterial! biofilm! formation! are! currently! being!performed! in!our!
laboratory.!Chit_Sp!has!a!PEGylated!surface,!which!is!well!known!for!its!nonNfouling!
properties! (i.e.! it! prevents! cell! (bacterial! or! mammalian)! adhesion)! [40,41].! The!
incorporation!of!hLF1–11!onto!chitosan!films!was!able!to!attract!and!bind!bacteria,!
as! expected! by! the! orientation! chosen! for! covalent! immobilization! (exposing! the!
arginine/positive! end).! The! highest! value! of! adherent! bacteria! on! surfaces! where!
hLF1–!11!was!directly!immobilized!could!be!related!to!a!more!rigid!exposition!of!the!
arginine!portion!of!the!peptide.! In!the!particular!cases!of!Chit_Sp_hLF!and!Chit!hLF!
ads,! the! enhancement! of! bacterial! adherence! is! less! pronounced,! which! may! be!
associated! with! a! more! flexible! (chit_Sp_hLF)! or! more! random! (Chit! hLF! ads)!
exposition/orientation!of! the!peptide.!Nevertheless,!when! comparing! the!bacterial!
surface! coverage! with! the! adhered! viable! bacteria,! it! is! possible! to! observe! that,!
besides!attracting!bacteria,!the!peptide!maintains!some!antimicrobial!activity,!which!
is!more!evident!in!the!spacer!modified!sample!(similar!surface!coverage!with!regard!
to!blank!but!a!much!lower!number!of!viable!bacteria!( ︎80%)!(p!<!0.05)).!It!remains!to!
elucidate!whether! a!CNterminal! immobilization!without! compromising! the! cysteine!
residue! would! have! a! more! significant! activity.! A! number! of! other! studies! with!
immobilized! AMPs! have! approached! the! issue! of! AMP! exposure! [43–49].! For!
example,!Gabriel!et,al.! [44]!demonstrated!that!the!LL37!peptide!bound!to!titanium!
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was!capable!of!killing!Escherichia,coli!on!contact,!only!when!a!PEGylated!spacer!was!
used.!The!authors!suggested!that! the!use!of!a! long,! flexible!PEG!spacer!provided!a!
parallel!peptide!orientation!and! lateral!mobility! that!were!required! for!bactericidal!
activity.! Therefore,! considering! the! parameters! analyzed,! the! immobilization! of!
hLF1–11!through!a!spacer!renders!the!best!profile,!as!it!simultaneously!attracts!and!
kills!bacteria.!
Recently,! Hilpert! et, al.! [50]! reported! that,! in! opposition! to! what! was! expected,!
immobilized! AMPs! that! expose! their! hydrophobic! termini! exhibit! higher!
antimicrobial!activity.!It!was!suggested!that!the!hydrophobic!residues!could!interact!
with!the!lipophilic!portion!of!the!bacterial!membrane,!becoming!embedded!into!its!
surface!and!destabilizing!the!packing!of!the!phospholipids.!It!was!also!described!that!
tryptophan!(W)!residues!in!AMPs!could!be!important!for!their!antimicrobial!activity!
[51],!as!the!aromatic!hydrocarbon!residues!are!able!to!position!themselves!deeper!
into!the!lipid!portion!of!the!phospholipid!bilayer,!making!the!peptide!more!efficient!
in! disrupting/destabilizing! the! bacterial! cell! membrane! [6].! Although! the! exact!
mechanism! of! action! of! hLF1–11! is! still! not! elucidated,! the! membraneNinduced!
peptide!conformation! [52]!and!high!speed!of!action! [53]! suggest!direct!membrane!
disruption.! Therefore,! considering! an! NNterminal! immobilization! of! hLF1–11,! the!
hydrophobic!end!of!the!peptide!would!be!exposed,!which!could!result!on!enhanced!
activity.!So!the!hLF1–11!immobilization!chapter!is!not!closed!and!further!studies!will!
allow! conclusions! to! be! drawn! about! the! hLF1–11! application! in! its! immobilized!
form.!In!view!of!the!above,!future!work!will! include!new!immobilization!comparing!
nonNcysteine! related! CNterminal! with! NNterminal! orientation! through! a! chemistry!
that!allows!a!higher!yield!of!immobilized!AMP.!
!
6.(Conclusion(!
hLF1–11! covalent! immobilization! was! successfully! performed! using! specific!
orientation!through!its!CNterminal!cysteine,!with!and!without!a!PEG!spacer!in!similar!
amounts.! Chitosan! thin! films! by! themselves! decreased! bacterial! adhesion.! The!
functionalization!with!hLF1–11!increases!significantly!bacterial!adhesion!to!chitosan!
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films,!particularly!when! the!peptide!was! covalently! coupled!without!a!PEG! spacer.!
However,!when!a!PEG!spacer!is!used,!hLF1–11!maintained!part!of!its!activity.!
!
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1.(Abstract(!
Bacterial# colonization# and# subsequent# biofilm# formation# is# still# one# of# the# major#
problems# associated# with# medical# devices.# Antimicrobial# peptides# (AMP)#
immobilization#onto#biomaterials# surface# is# a#promising# strategy# to# avoid#bacterial#
colonization.#However,#a#correct#peptide#orientation#and#exposure#from#the#surface#
is#essential#to#maintain#AMP#antimicrobial#activity.#
This#work#aims#to#evaluate#the#effect#of#the#immobilization#on#antibacterial#activity#
of#Dhvar5#(LLLFLLKKRKKRKY),#an#AMP#with#a#headJtoJtail#amphipathicity.#Dhvar5#was#
linked# to# thin#chitosan#coatings# in# i)#a# controlled#orientation#and#exposure,# testing#
covalent# immobilization# of# its# NJ# or# CJterminus# and# using# spacers# with# different#
lengths# and# flexibilities# or# in# ii)# a# random# orientation# by# physical# adsorption.#
Chitosan#coating#was#chosen#due#to#its#antimicrobial#properties#and#readiness#to#be#
functionalized.#
Surface# characterization# demonstrated# the# chemoselective# immobilization# of# the#
peptide#with#different#spacers#in#a#similar#concentration#(~2#ng/mm2).#
Efficacy# assays# demonstrated# that# covalent# immobilization# of# Dhvar5# exposing# its#
cationic# end,# improves# the# chitosan# coating# antimicrobial# effect# by# decreasing#
MethicillinJresistant# Staphylococcus. aureus# (MRSA)# colonization.# This# effect# was#
enhanced# when# longer# spacers# were# used# independently# of# their# flexibility.# In#
opposite,# immobilized# Dhvar5# exposing# its# hydrophobic# end# has# no# effect# on#
bacterial# adhesion# to# chitosan,# and#when# adsorbed# in# a# random# orientation# even#
induces#bacterial#adhesion#to#chitosan#coating.#
(
Keywords:( Antimicrobial# peptides,# Surface# immobilization,# Surface# characterization,# Bacterial#
adhesion,#Chitosan(
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2.(Introduction(!
Prevention# of# bacterial# adhesion# and# biofilm# formation# on# the# surface# of#
biomaterials# remains# a# serious# clinical# issue# yet# unsolved.# A# number# of# different#
coating# strategies,# either# for# exposure# or# release# of# bactericidal# substances# (e.g.,#
silver,#quaternary#ammonium! compounds,#and#classic#antibiotics)#have#been#tested#
along# the# past# years# [1J4].# However,# the# application# of# such# coatings# has# been#
limited#by#associated#sideJeffects,#as#cytotoxicity,#hypersensitivity#or#the#progressive#
alarming#emergence#of#multiJresistant#pathogens.#
Antimicrobial#peptides#(AMP)#are#a#class#of#promising#antibiotic#compounds#with#the#
major# advantages# being# broad# spectrum# of# activity,# high# efficiency# at# low#
concentrations,# fast# killing,# good# cytotoxic# profile,# and# importantly,# they# rarely#
promote#the#rise#of#bacterial#resistance#[5,6].#For#the#majority#of#these#peptides,#the#
mode# of# action# suggested# is# peptide# insertion# into# bacterial# membranes# with#
subsequent# cell# death# induction#by,# in# some# cases,# cell# lysis.#Dhvar5# is# a# synthetic#
peptide,# derived# from# the# histatins# family,# which# are# produced# by# the# salivary#
glands.#Dhvar5#is#a!variant#of#DhJ5#(histatin#5#active#domain,#amino#acids#11J24)#with#
an.NJ#to#CJterminal#amphipathicity.#It#was#firstly#described#as#strongly#active#against#
Candida.albicans,#but#has#also#a#potent#and#broad#antibacterial#activity,#even#against#
methicillinJresistant# Staphylococcus. aureus# (MRSA)# [7J9].# The# exact# mechanism# of#
action#of# soluble#Dhvar5# is# still# not# fully# elucidated.# Some# cues# emerged# from# the#
work# by# Amerongen# and# coJworkers# [10,11],# where# it# was# demonstrated# that#
Dhvar5# binds# to# the#membrane# of# yeast# cells# and# induces# leakage# of# intracellular#
content,# but# without# permanent# pore# formation.# The# broad# spectrum# of# Dhvar5,#
together# with# its# safe# cytotoxic# profile,# prompted# its# application# on# osteomyelitis#
prevention#models.#However,# although# the# peptide# revealed# in. vivo.activity,# it# did#
not#achieve#the#same#treatment# levels# than#gentamicin# [12].#This#situation#may#be#
associated#with#the#pharmacokinetics#challenges#posed#by#AMP,#as#these#are#prone#
to# undergo# proteolytic# degradation,# selfJaggregation# and# aggregation#with# plasma#
proteins.#As#previously#summarized#by#us#[13],#covalent#immobilization#of#AMP#may#
offer#the#answer#to#such#difficulties.#Moreover,#this#strategy#prevents#the#formation#
of# a# peptide# concentration# gradient# from# the# implant# surface,# avoiding# the# sideJ
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effects# associated# with# releasing# therapies.# Still,# peptide# immobilization# is# not# a#
straightforward# issue,# as# a# number# of# different# parameters# should# be# taken# into#
account,#such#as#proper#orientation#(NJ#vs.#CJterminal#immobilization)#and#selection#
of#an#adequate#spacer/linker#(length#and#flexibility)#for#an#optimal#exposure.#
#
3.(Materials(and(methods(
3.1.(Dhvar5(synthesis(and(characterization(!
Peptide# Dhvar5# (LLLFLLKKRKKRKY# CJterminal# amide)# and# its# derivatives# (Table# 1)#
were#produced#by# Fmoc/tBu# solidJphase#peptide# synthesis#methodologies# assisted#
with# microwave# (MW)# energy# (Liberty# 1# Microwave# Peptide# Synthesizer,# CEM#
Corporation)#[14,15].##
(
Table(1.#Dhvar5#derivedJpeptides#for#immobilization.#
Peptide( Sequence(
Dhvar5## LLLFLLKKRKKRKY#
Dhvar5JCt_AHA_C# Dhvar5J(6JaminoJhexanoyl)JCys#
C_AHA_NtJDhvar5# CysJ(6JaminoJhexanoyl)JDhvar5#
C_ABA_NtJDhvar5# CysJ(4Jaminobutanoyl)JDhvar5#
C_GG_NtJDhvar5# CysJGlyGlyJDhvar5#
#
Dhvar5Jderived#peptides#were#produced#in#order#to#introduce#a#terminal#cysteine#for#
subsequent# immobilization.# Different# spacers# were# placed# between# the# additional#
Cys#and#the#bioactive#sequence:#4Jaminobutanoic#(ABA)#and#6Jaminohexanoic#(AHA)#
acids#were#used#as#flexible#spacers#of#different#length,#whereas#the#dipeptide#GlyGly#
(GG)# was# used# as# a# spacer# with# comparable# length# to# that# of# AHA,# but# lower#
flexibility,#as#peptide#bonds#do#not#allow#the#same#conformational#freedom#as#that#
of#alkyl#chains.#
The# crude# peptides# were# purified# by# reverseJphase# liquid# chromatography# and#
confirmed# by# High# Performance# Liquid# Chromatography# (HPLC)# (HitachiJMerck#
LaChrom# Elite),# Liquid# ChromatographyJElectrospray# Ionization/Ion# Trap# Mass#
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Spectrometry#(LCJESI/IT#MS)#(LCQJDecaXP#LCJMS#system,#ThermoFinnigan).#Purified#
peptides#used#presented#a#purity#level#higher#than#90%.#
#
3.2.(Dhvar5(surface(immobilization(
3.2.1.%Substrates%preparation%!
Titanium# substrates# (Ti)# were# used# to# represent# prosthesis# surface# and# gold#
substrates# (Au)# were# used# due# to# their# higher# suitability# for# some# of# the# surface#
characterization# techniques# used,# such# as# ellipsometry# and# Infrared# ReflectionJ
Absorption# Spectroscopy# Analysis# (IRRAS).# Ti# and# Au# (1x1# cm2)# were# produced,#
cleaned# and# characterized# according# to# references# [16]# and# [17],# respectively.#
Briefly,#TiO2#films#(50#nm)#were#deposited#on#silicon#wafers#(polished/etched,#crystal#
orientation#<100>,#from#AUREL#Gmbh)#by#ion#beam#sputtering#from#a#Ti#cp#target,#in#
the#presence#of#a#mixed#ArJO2#beam#coming#from#the#assist#gun#(15.02%#O2#in#Ar).#
For#the#Au#substrates,#chromium#(5#nm)#and#gold#(25#nm)#layers#were#deposited#by#
ion# beam# sputtering# from# chromium# and# gold# targets# (99.9%# purity)# on# silicon#
wafers# (AUREL,# Gmbh).# Chromium# was# used# to# improve# gold# adhesion# to# silicon.#
Both#substrates#were#cleaned#with#“piranha”#solution#(7#parts#of#H2SO4#and#3#parts#
of#30%#H2O2)#for#90#s#(Ti)#and#5#min#(Au)#(caution:#this#solution#reacts#violently#with#
many#organic#materials#and#should#be#handled#with#extreme#care)#and#successively#
rinsed#with#ethanol,#MilliQ#water,#ethanol#and#dried#with#a#gentle#stream#of#argon.#
#
3.2.2.%Preparation%of%chitosan%ultrathin%films%!
Chitosan# ultrathin# films# were# produced# as# previously# described# [18].# Briefly,#
commercial#squid#pen#chitosan#(France#Chitine)#was#purified#by#the#reJprecipitation#
method# [19]# resulting# on# a# molecular# weight# of# 283,000J472,000# with# a#
deacetylation#degree#(DD%)#of#~85%.#Chitosan#ultrathin#films#(Ch)#were#prepared#by#
spin#coating#(9000#rpm#during#1#min;#Laurell#Technologies#Corporation,#North#Wales)#
a#chitosan#solution#(0.4%#in#acetic#acid#w/v)#[20]#on#the#center#of#the#Au#substrates.#
The#ultrathin#films#produced#were#then#neutralized#with#0.1#M#NaOH#and#rinsed#with#
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MilliQ#water.# Each# sample#was# dried#with# a# gentle# stream# of# argon# and# stored# in#
plastic#Petri#dishes#saturated#with#argon.#
#
3.2.3.%Introduction%of%SH%groups%onto%chitosan%films%!
Functionalization#of#chitosan#thin#films#with#NJacetyl#cysteine#(NAC),#for#introduction#
of#SH#groups,#was#previously#optimized#by#Costa#et.al.#[18],#through#employment#of#
carbodiimide#chemistry.#Briefly,# chitosan# thin# films#were# treated#with#a#solution#of#
0.2# m1JEthylJ3J[3Jdimethylaminopropyl]# carbodiimide# hydrochloride)# (EDC;# SigmaJ
Aldrich),# 0.05# m# NJhydroxysulfosuccimide# (NHS;# SigmaJAldrich)# and# 25# mM# NAC#
(Merck),#in#0.1#m#(NJmorpholino)ethanesulfonic#acid#(MES;#SigmaeAldrich)#buffer#at#
pH#1⁄4#6.5,#for#1#h,#at#37#C#and#100#rpm.#The#modified#films#were#then#rinsed#with#
MilliQ#water#and# immersed#1#min#on#an#ultrasound#bath#(Bandelin#Sonorex#Digitec#
Bath#35#kHz)#and#rinsed#again#with#MilliQ#water.#
#
3.2.4.%Peptide%immobilization%!
Dhvar5#immobilization#on#chitosan#thin#films#was#obtained#through#disulfide#bridge#
formation#between#the#side#chain#thiol#of#the#terminal#cysteine#of#the#peptide#and#
sulfhydryl#groups#(SH)#on#preJfunctionalized#chitosan#(Figure#1).#
Functionalized#chitosan#substrates#were#incubated#with#1.5#mg/ml#peptide#solutions#
in# 10# mM# TrisHCl# pH=8.0,# under# oxidative# conditions# (20%# dimethyl# sulfoxide#
(DMSO))# for# 18# h# at# 37ºC# and# 120# rpm.# A# control# Dhvar5Jadsorbed# sample# was#
prepared#by#incubation#with#a#nonJfunctionalized#chitosan#film#in#the#same#reaction#
conditions.#
#
#
#
#
#
#
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(
Figure( 1.# A)# Chitosan# modification# with# NJacetyl# cysteine# (NAC);# B1)# Dhvar5# peptide# spacer#
introduction;#B2)#Immobilization#of#Dhvar5Jderived#peptides#by#disulfide#bridge#formation#(a#control#
surface,#Ch#Dhvar5#ads,#was#used#where#peptide#was#only#adsorbed,#not#covalently#bond).##!!
3.3.(Surface(characterization(!
3.3.1.%FT@IRRAS%!
Measurements#were#performed#on#a#Perkin#Elmer#FTIR#spectrophotometer,#model#
2000,#coupled#with#a#VeeMax# II#Accessory# (PIKE)#and#a# liquidJnitrogenJcooled#MCT#
detector.#In#order#to#ensure#that#there#was#no#water#vapor#adsorption,#dry#nitrogen#
was#purged#into#the# instrument#for#5#min#before#and#during#measurement#of#each#
sample.# For# each# substrate,# a# similar# gold# surface# was# used# as# a# background.#
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Incident#light#was#pJpolarized#and#spectra#were#collected#using#the#80°#grazing#angle#
reflection#mode.#For#each#sample,#100#scans#were#collected#with#4#cmJ#1#resolution.#
#
3.3.2.%Ellipsometry%!
Ellipsometry#measurements#were#performed#using#an# imaging#ellipsometer,#model#
EP3,#from#Nanofilm#Surface#Analysis.#This#ellipsometer#was#operated#in#a#polarizerJ
compensatorJsampleJanalyzer#(PCSA)#mode#(null#ellipsometry).#The#light#source#was#
a#solidJstate#laser#with#a#wavelength#of#532#nm.#The#gold#substrate#refractive#index#
(n=0.5837)#and#extinction# coefficient# (k=2.5113)#were#determined#by#using#a#delta#
and#psi#spectrum#with#an#angle#variation#between#65°#and#71°.#These#measurements#
were#made#in#four#zones#to#correct#for#any#instrument#misalignment.#The#thickness#
of# the#chitosan# films#was#determined#considering#n=1.54#and#k=0,# for# the#chitosan#
film# [21].#Results#are#presented#as# the#average#of# three#measurements#on#each#of#
two#samples.#
#
3.3.3.%Water%contact%angle%measurements%!
Water#contact#angle#measurements#were#performed#using#the#sessile#drop#method#
with#a#contact#angle#measuring#system#from#Data#Physics,#model#OCA#15,#equipped#
with#a#video#CCDJcamera#and#SCA#20#software,#as#described#at#[17].#After#deposition#
of# 4# µl# drops# of# MilliQ# water,# images# were# taken# every# 2# s# over# 300# s.# Droplet#
profiles# were# fitted# using# Younge# Laplace# formula,# to# calculate# the# contact# angle.#
The#water#contact#angle#of#each#substrate#was#calculated#by#extrapolating#the#time#
dependent#curve#to#zero.#Results#are#the#average#of#three#measurements#on#three#
independent#samples.#
#
#
3.3.4.%Peptide%surface%density%determination%!
The#quantification#of#the#immobilized#peptides#was#performed#through#colorimetric#
reaction# using# 9,10Jphenanthrenequinone# (PHQ,# Fluka),# that# reacts# with# arginine#
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forming#a#stable#compound#which#gives#out# fluorescence#upon#excitation#[22].#The#
protocol#used#was#adapted# from#Ref.# [23].#Substrates#were#sonicated#1#h# in#0.1#M#
HCl#(1#ml)#in#an#ultrasound#bath#to#dissolve#the#modified#chitosan#films.#Then,#1#ml#of#
each# sample# solution# was# added# to# 3# ml# of# 3.5# mM# PHQ# in# absolute# ethanol,#
followed#by#the#addition#of#0.5#ml#of#2#M#NaOH.#The#mixture#was#then#incubated#at#
30°C# for# 3# h.# Finally,# 2.25# ml# of# 2.4# M# HCl# was# added# to# stop# the# reaction.# The#
fluorescence#emission#was#measured#using#a#fluorescence#microplate#reader#(Biotek#
Synergy#Mx#Luminometer)#using#an#excitation#wavelength#of#256#nm,#and#detecting#
the#emission#at#380#nm.#The#amount#of#Dhvar5#was#calculated#based#on#a#calibration#
curve#prepared#with# standard# solutions#of# free# LJarginine# (Fluka)# and# free#Dhvar5.#
Standard# solutions# of# free#Dhvar5#were# adjusted# by# quantification# at# 280# nm# in# a#
Thermo#Scientific#NanoDrop®#1000#spectrophotometer.#
#
3.4.(Bacterial(assays(
3.4.1.%Bacterial%strains,%media%and%growth%conditions%!
An#MRSA#strain#of#S..aureus#was#obtained#from#the#American#Type#Culture#Collection#
(ATCC#33591).# Bacteria#were# firstly# grown#on# Tryptic# Soya#Agar# (TSA)# (Merck)# and#
then# overnight# on# Tryptic# Soya# Broth# (TSB)# (Merck)# at# 37°C,# 150# rpm.# Bacterial#
suspensions# were# adjusted# by# measuring# Optical# Density# (600# nm).# Bacterial#
numbers#were#confirmed#by#a#retrospective#viable#count.#
#
3.4.2.%MIC%!
Minimal# Inhibitory# Concentration# (MIC)# was# established# with# a# modified# broth#
microdilution#method#in#Mueller#Hinton#Broth#(MHB)#[24].#
#
3.4.3.%Surface%antimicrobial%activity%characterization%!
3.4.3.1.#Sample#preparation#
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All#substrates#were#washed#successively#in#70%#ethanol#and#sterile#water,#and#then#
dried# in# sterile# environment.# Samples# were# then# tape# glued# onto# flatJbottomed######
24Jwell#cell#suspension#culture#plates#(Sarstedt,#Ldt,#Newton,#USA).#
#
3.4.3.2.#Surface#viability#assay#!
Bacterial# solution# (107#CFU/ml)#was#added#to#each#well#and# incubated#at#37°C#and#
150# rpm# for# 2# h# in# MHB.# Surrounding# wells# were# filled# with# sterilized# deionized#
water,#in#order#to#avoid#medium#evaporation.#Substrates#were#rinsed#with#0.9%#NaCl#
sterile# solution,# and# then# stained# with# a# combination# dye# of# the# LIVE/DEAD®#
Bacterial#Viability#Kit#(BaclightTM)#for#15#min#in#the#dark.#Briefly,#the#kit#contains#two#
fluorescent#dyes,#Syto9#which#stains#all#bacteria#in#green,#and#propidium#iodide#(PI)#
which# can# only# crossover# damaged# cells# membranes# and# gives# red# stained# cells.#
Thus,# because# PI# quenches# the# fluorescent# emission# of# Syto9,# it# is# assumed# that#
green# cells# are# alive# whereas# red# cells# are# dead.# Images# were# obtained# with# an#
inverted#fluorescence#microscope#(Axiovert#200M,#Zeiss,#Germany).#For#quantifying#
the# viability# of# adherent# bacteria,# eight# fields# on# each#of# triplicate# replicates#were#
obtained#with#a#1000x#magnification,# corresponding# to#a#net#area#of#about#0.1181#
mm2/sample.#The#bacteria#count#was#performed#using#the#manual#counting#software#
included#in#ImageJ#software.#
#
3.4.3.3.#LongJterm#surface#adhesion#assay#!
Bacterial# solution# (107# CFU/ml)# in# MHB# was# added# to# each# well# containing# the#
substrates.#Cells#were#allowed#to#adhere#for#2#h#at#37°C#and#120#rpm.#NonJadherent#
bacteria# were# removed# by# washing# three# times# with# PBS# at# 120# rpm# for# 5# min.#
Thereafter,# samples#were#placed#on#a#new#24Jwell# plate# and# incubated#with# fresh#
MHB#for#24#h#at#37°C#and#120#rpm.#Again,#all#unused#wells#were#filled#with#sterilized#
deionized#water,#in#order#to#avoid#medium#evaporation.#At#this#point#samples#were#
rinsed#with#PBS,#and#fixed#with#4%#(w/v)#paraformaldehyde#solution#(Merck)#for#20#
min.#Samples#were#rinsed#again#with#PBS#and#stained#with#VECTASHIELD®#Mounting#
Medium#with#DAPI#(40,6JdiamidinoJ2Jphenylindole;#Vector).#DAPI#bound#to#bacterial#
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DNA# is# excited# at# about# 360# nm# and# emits# at# about# 460# nm,# resulting# on# blue#
fluorescence.# Images# were# obtained# with# an# inverted# fluorescence# microscope#
(Axiovert# 200M,# Zeiss,# Germany).# The# quantification# of# adhered# bacteria# was#
performed#as#previously#explained.#
#
3.4.3.3.1.#Growth#inhibition#assay#!
After#the#24#h#incubation#period,#supernatants#were#successively#diluted#and#plated#
in#triplicate#on#TSA.#Before#counting#the#colonies,#plates#were#incubated#at#37°C#for#
18#h.#
#
3.5.(Statistical(analysis(
Statistical# analysis#was#performed#using#OneJway#ANOVA#with#Bonferroni#multiple#
comparison# postJhoc# test.# When# Gaussian# distribution# was# not# confirmed,# nonJ
parametric# test# KruskalJWallis# was# applied# using# the# Graphpad# Prism# proJ# gram.#
Data#is#expressed#as#the#mean#±#standard#deviation#(SD)#and#p#values#of#<0.05#were#
considered#significant.#
#
4.(Results(
4.1.(Surface(characterization(!
Control#and#Dhvar5Jmodified#surfaces#were#analyzed#by#ellipsometry,#water#contact#
angle#measurement,#FTJIRRAS#and#fluorimetric#assays.#
#
4.1.1.%Ellipsometry%!
The#spinJcoating#process#resulted#on#chitosan#ultrathin#films#of#9.3#±#1.0#nm,#which#
remained# stable# even# after# the# reaction# protocols,# as# there# were# no# thickness#
changes# between# freshly# made# films# and# bufferJincubated# films# (Ch_b)# (data# not#
shown).# Figure# 2A# presents# chitosan# films# thickness# before# and# after# surface#
modification.#
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#
#
Figure(2.#A)#Ellipsometry#analysis#of#the#chitosan#and#chitosanJfunctionalized#films;#B)#Water#optical#
contact#angles#of#chitosan#and#chitosanJfunctionalized#films.#
*#Statistically#different#from#all#other#samples#(p#<#0.05)#(nonJparametric#KruskalJWallis#test).#
#
The# thickness# of# the# chitosan# films# (Ch_b)# was# augmented# after# functionalization#
with# NAC# (Ch_NAC).# The# significant# increase# of# the# Ch_NAC# film# thickness# after#
incubation#with#Dhvar5,#supports#the#success#of#peptide#attachment.#Also,#a#similar#
increase# was# observed# on# Ch# film# after# its# incubation# with# Dhvar5# solution#
(Ch_Dhvar5_ads),# suggesting# peptide# adsorption# to# the# film.# No# significant#
difference#was#observed#between#the#distinct#orientations#and#spacers#applied.#
#
4.1.2.%Water%optical%contact%angle%(OCA)%analysis%!
Water#optical#contact#angles#of#the#control#and#modified#Ch#films#are#presented#on#
Figure# 2B.# The# incorporation# of# NAC# on# Ch# films# increased# significantly# the#
hydrophilicity#of#the#film#decreasing#the#water#contact#angle#from#65°#to#31°.#After#
Dhvar5#binding#by#its#CJterminus#(exposition#of#the#more#hydrophobic#portion#of#the#
peptide)# the# water# contact# angle# increases# (θw=67°).# On# the# other# hand,# all# NtJ
Dhvar5#immobilized#samples#showed#a#more#hydrophilic#behavior#(θw=54J56°)#than#
Ch_b,# consistent# with# the# immobilization# of# the# peptide# exposing# its# positively#
charged#amino#acids.#No#significant#difference#was#observed#between# the# samples#
with# peptide# immobilized# by# its# NJterminus.# Ch_Dhvar5_ads# presented# a# water#
contact# angle# lower# than# Ch_b.# Its# value# (θw=60°)# is# between# the# surfaces# with#
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peptide#immobilized#by#its#NJterminus#and#its#CJterminus,#suggesting#some#adsorbed#
peptide#in#a#random#orientation.#
#
4.1.3.%FT@IRRAS%!
FTJIRRAS# results# of# the# chitosan# thin# films,# before# and# after# immersion# on# buffer#
solution,# showed# that# the# films# remained# stable# even# after# chemical# procedures#
(Data# not# shown).# FTJIRRAS# analysis# of# Dhvar5# immobilized# onto# chitosan# showed#
very#similar#spectra,#therefore#Figure#3A#depicts#spectra#of#control#Ch#(Ch_b),#and#a#
representative#spectrum#of#Dhvar5#immobilized#onto#Ch#films.#
#
#
Figure(3.#A)#FTJIRRAS#spectra#of#Ch#and#a#representative#spectrum#of#Dhvar5#covalently#immobilized#
onto#Ch#film#(Ch_AHA_CtJDhvar5);#B)#Peak#height#ratio# (amide# I#peak#(1654#cmJ1)/CJOJC#peak#(1083#
cmJ1))#of#modified#Ch#films.#
#
Ch_b# spectrum# allowed# the# identification# of# characteristic# absorption# bands# of#
chitosan,#as#previously#described#[19,20,25J27].#After#Ch#functionalization#with#NAC,#
an#increase#of#amide#I#absorption#band#(1654#cmJ1)#was#observed.#This#is#consistent#
with# the# carbodiimideJmediated#coupling# reaction#applied,# leading# to# formation#of#
an#amide#bond#between#free#amine#groups#in#Ch#and#the#carboxylic#groups#of#NAC.#
Subsequent# covalent# immobilization# of# Dhvar5Jderived# peptides# also# implies# an#
increase# of# amide# I# band,# characteristic# of# peptides/proteins.# To# assess# Dhvar5#
immobilization,# a# peak# height# ratio# (amide# I# peak# height# (1654# cmJ1)/CJOJC#
glucopyranose#peak#height#(1083#cmJ1))#was#calculated#(Figure#3B).#As#expected,#the#
aforementioned# ratio# increased# in# the# following# order:# Ch_b# <# Ch_NAC# <# Ch# films#
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with# covalently# bound# Dhvar5.# All# samples# with# covalently# immobilized# peptide#
presented#a#nearly#identical#ratio#that#was#around#1.5#fold#higher#than#Ch_NAC#and#
about# 3# fold# higher# than# Ch_Dhvar5_ads.# Altogether,# FTJIRRAS# results# clearly#
support#the#success#of#the#covalent#immobilization#chemistry#applied.#
#
4.1.4.%Peptide%quantification%!
The#average#surface#peptide#density#is#presented#on#Table#2.##
#
Table(2.(Dhvar5#surface#density#evaluation,#based#on#fluorescent#intensities.#
Ch(modified(films( Dhvar5(surface(density((ng/mm2)(
Ch_AHA_CtJDhvar5# 2.4#±#0.7#
Ch_AHA_NtJDhvar5# 1.5#±#0.0a#
Ch_ABA_NtJDhvar5# 2.1#±#0.4#
Ch_GG_NtJDhvar5# 1.8#±#0.2#
Ch#Dhvar5#ads# 4.0#±#0.9a#
a#Statistically#different#from#each#other#(p<0.05)#(nonJparametric#KruskalJWallis#test)#
(
The#average#surface#density#was#similar#between#all#Ch#films#with#covalently#bound#
Dhvar5# (~2.0# ng/mm2).# The# film#with# adsorbed#Dhvar5# (Ch_Dhvar5_ads),# although#
with# a# higher# density# (4.0# ng/mm2),# was# not# significantly# different# from# the#
covalently#immobilized#samples,#with#the#exception#of#Ch_AHA_NtJDhvar5.#
#
4.2.(Antimicrobial(activity(characterization(!
Dhvar5#antimicrobial#activity#was#firstly#assessed#in#solution,#by#an#adaptation#of#the#
microtiter#broth#dilution#method#proposed#elsewhere#[24,28].#S..aureus#strain#used#
presented#a#MIC#of#0.5#µg/#ml.#
#
4.2.1.%Viability%assays%!
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Viability# of# bacteria# attached# to# the# surfaces# was# evaluated# using# LIVE/DEAD®#
Bacterial#Viability#Kit#(BaclightTM).#Figure#4A#presents#the#average#number#of#bacteria#
per#mm2#of#each#surface#sample,#after#2#h#incubation#at#37ºC.#
#
#
#
#
#
#
#
#
#
Figure(4.#A)#Viability#of#adhered#S..aureus#incubated#at#37ºC#for#2#h#a)#statistically#different#from#all#Ch#
samples# with# the# exception# of# Ch# Dhvar5# ads# (p<0.05);# b)# statistically# different# from# Ch_AHA_NtJ
Dhvar5,# Ch_GG_NtJDhvar5# and# Ch_Dhvar5_ads# (p<0.05);# c)# statistically# different# from# Ch_AHA_NtJ
Dhvar5,#Ch_GG_NtJDhvar5#and#Ch#Dhvar5#ads#(p<0.05);#d)#not#statistically#different;#B)#Total#S..aureus#
adherence#to#surfaces#after#24#h#incubation#period#of#preJadhered#inoculum.#a)#statistically#different#
from# Ch_b,# Ch_AHA_NtJDhvar5,# Ch_GG_NtJDhvar5# (p<0.05);# b)# statistically# different# from#
Ch_AHA_CtJDhvar5,#Ch_GG_NtJDhvar5#and#Ch#Dhvar5#ads#(p<0.05);#c)#statistically#different#from#NtJ
immobilized# Dhvar5# (p<0.05);# d)# not# statistically# different;# C)# Number# of# CFU/ml# found# on# the#
supernatants# after# a# 24# h# period# of# incubation.# a)# statistically# different# from# all# surfaces# with# the#
exception#of#Ch_GG_NtJDhvar5#and#Ch_NAC#(p#<#0.05);#b)#not#statistically#different#from#each#other;#
c)# statistically# different# from# all# surfaces# with# the# exception# of# Au# and# Ch_b# (OneJWay# ANOVA#
analysis).#
#
Regarding#total#adhered#bacteria,#control#samples#(Ti#and#Au)#exhibited#high#values,#
whereas#Ch#coating#(Ch_b)#promoted#a#reduction#of#around#40%#(47%#comparing#to#
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Ti# and# 39%# comparing# to# Au).# This# result# was# expected,# since# we# previously#
demonstrated# the# antimicrobial# properties# of# this# chitosan# ultrathin# films# [18].#
Remarkably,#films#with#adsorbed#peptide#(Ch_Dhvar5_ads)#did#not#significantly#differ#
from#Ti#neither#from#Au#in#total#adhered#bacteria,#demonstrating#that#the#adsorbed#
Dhvar5# induced# bacterial# adhesion# to# chitosan# film.# In# opposite,# samples# with#
peptide#covalently#immobilized#through#its#NJterminus#exhibited#a#marked#decrease#
as# compared# to# Ti,# reaching# an# ~80%# reduction# when# a# longer# spacer# was# used#
(Ch_AHA_NtJDhvar5# and# Ch_GG_NtJ# Dhvar5)# (p# <# 0.05).# These# two# DhvarJbearing#
surfaces#did#not#significantly#differ#from#each#other#and#revealed#an#antiJadherence#
behavior#~62%#plus#effective#than#that#of#Ch_b.# In#turn,#CJterminus# immobilization#
of#Dhvar5#did#not#significantly#differ#from#control#Ch_b#film#regarding#antiJadherence#
properties.# Hence,# these# results# clearly# show# that,# amongst# all# surfaces# analyzed,#
those# coated# with# Ch# covalently# bound# to# Dhvar5# through# a# longer# spacer# and#
exposing#the#more#hydrophilic#and#cationic#end#of#the#peptide#were#the#best#suited#
to#avoid#bacterial#colonization.#
It# was# also# observed# that# most# of# the# adhered# bacteria# were# not# dead,# in# all#
surfaces.# Still,# NJterminally# immobilized# Dhvar5# exhibited# a# total# number# of# live#
adhered# bacteria# twoJfold# lower# than# Ch_b# samples# and# fiveJfold# lower# than# Ti#
substrates.#
#
4.2.2.%Long@term%anti@adherence%assays%!
The#objective#of#this#assay#was#to#verify#if#the#live#adhered#bacteria#would#proliferate#
if#time#and#proper#nutritional#conditions#were#given.#For#that,#surfaces#with#the#2#h#
incubation# resulting# adherent# bacteria#were# immersed# on# fresh#medium# for# 24# h.#
The#results#are#presented#in#Figure#4B.#
Ti#and#Au#exhibited#a#similar#and#high#number#of#adhered#bacteria#that#allowed#an#
increase#of#the#number#of#adherent#bacteria#on#their#surfaces#regarding#to#the#initial#
adherent# bacteria# (~2000# bacteria/mm2).# Similar# results# were# obtained# for#
Ch_Dhvar5_ads.#Ch#films#with# immobilized#Dhvar5#by# its#NJterminus#presented#the#
lowest#bacterial#adhesion# levels# (~70%#and#~40%#reduction#as#compared# to#Ti#and#
Ch_b,# respectively).# However,# these# surfaces# were# not# able# to# completely# avoid#
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bacterial# proliferation,# since# there# is# an# increase# of# the# adherent# bacteria# during#
incubation#(24#h).#Ch#coating#and#Ch_Dhvar5_ads#were#the#surfaces#that#allowed#the#
lowest#proliferation.#However,# the#number#of# adherent#bacteria#on# these# surfaces#
was#very#high.##
Growth# inhibition# assays# of# the# supernatants# of# the# longJterm# incubation#
experiments#are#depicted#on#Figure#4C.##
Ti# substrates# presented# the# highest# value# of# CFU/ml,# which# adding# to# the# high#
amount# of# adhered# bacteria# at# the# substrate# (see# Figure# 4B),# confirms# its# lack# of#
antimicrobial# activity.# No# significant# difference# was# found# between# Au,# Ch_b# and#
surfaces# with# immobilized# Dhvar5.# Ch_Dhvar5_ads# was# the# substrate# that#
contributed# to# the# lowest# number# of# CFU/ml# in# the# supernatant,# which# may# be#
related#to#elution#of#the#peptide#into#the#MHB.##
#
5.(Discussion(
((
Dhvar5# presented# a# promising# MIC# of# 0.5# µg/ml# against# a# methicillinJresistant# S..
aureus# (MRSA)# that# is# lower# than# the# reported#elsewhere# [8,9,12,29,30].#However,#
direct#comparison#of#such#values#is#very#difficult,#as#a#result#of#the#lack#of#universal#
standardized#methods#to#assess#AMP#activity,#besides#the#use#of#different#S..aureus#
strains.#We#chose# to#use# the# standard# conditions#already#proposed#by#Wiegand#et#
al.,#[24].#
In#this#study,#Dhvar5#was#covalently#immobilized#onto#chitosan#thin#films#in#order#to#
evaluate# if# this# strategy# is#able# to#prevent#bacterial#adhesion# in#a# sustainable#way.#
Different# immobilization# parameters# were# tested,# to# assess# the# immobilization#
profile# that#would#most# contribute# to# such# goal.#Different# surface# characterization#
techniques# J# ellipsometry,# FTJIRRAS,# OCA# and# fluorimetric# peptide# quantification# J#
confirmed# the# production# of# stable# chitosan# thin# films,# with# a# chemoselective#
covalent# immobilization# of# the# peptide# in# different# orientations.# The# stability# of#
chitosan# films# was# confirmed# using# ellipsometry# and# FTJIRRAS.# Ellipsometry#
measurements#demonstrated#a#clear#thickness#increase#of#Dhvar5Jmodified#chitosan#
films# comparing# to# controls# (Ch_b#and#Ch_NAC).#However,# such# analysis# alone#did#
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not# prove# the# covalent# immobilization# of# the# peptide,# nor# its# proper# orientation.#
Demonstration# of# the# covalent# immobilization# of# the# peptide# was# suggested# by#######
FTJIRRAS# analysis,# namely# through# comparison# of# the# amide# I# peak# height###########
(1654# cmJ1)/CJOJC# glucopiranose# peak# height# (1083# cmJ1)# ratio,# that# was# clearly#
increased# when# Dhvar5# was# covalently# bound# to# chitosan,# as# compared# to# NACJ
functionalized# chitosan# and# Ch_Dhvar5_ads.# The# peak# height# ratio# was# also#
increased# on# Ch_Dhvar5_ads# comparing# to# unmodified# chitosan.# In# this# case# the#
amide#I#peak#is#related#to#the#peptide#bonds#of#the#adsorbed#peptide#and#not#to#the#
covalent# immobilization# amide# bond,# noticeable# by# a# lower# peak# ratio# increase.#
Regarding# the# specificity#of# the# immobilization#orientation,# useful# information#was#
brought# by# OCA# measurements.# NACJfunctionalized# chitosan# films# became#
significantly#more#hydrophobic#(2.1#fold)#upon#immobilization#of#Dhvar5#through#its#
CJterminus# (Dhvar5# hydrophobic# portion# exposed)# and# only# 1.7# fold# more#
hydrophobic#when#immobilization#was#made#through#the#NJterminus#of#the#peptide#
(cationic# residues# exposed).# OCA# also# enabled# the# confirmation# of# Dhvar5#
adsorption,# by# the# small# but# significant# contact# angle# shift# in# Ch_Dhvar5_ads#
comparing# to# Ch_b.# This# shift# may# be# the# result# of# multiple# orientations# of# the#
adsorbed# peptide,# rather# than# one# preferential# orientation# established# by# the#
covalently#immobilization#process,#as#also#proposed#by#Chen#et.al.,#[31].#
Antimicrobial#activity#of#control#and#peptideJbearing#surfaces#was#assessed#through#
two# levels# of# stringency:# adhesion# and# viability# after# 2# h# of# incubation,# and# after#
longJterm# incubation# (24# h).# All# Dhvar5# modified# surfaces# presented# a# significant#
bacterial#adhesion#reduction#when#compared#to#Ti#and#chitosan#with#the#exception#
of# Dhvar5# adsorbed# sample.# Interestingly,# the# adsorbed# strategy# exhibited# an#
amount#of#adhered#bacteria#quite#similar#to#controls#(Ti#and#Au).#Also,#Williams#et.al.#
[32],# reported# a# study#where# contact# lenses#with# adsorbed# lactoferrin# exhibited# a#
high#adherence#of#Pseudomonas.aeruginosa..
Covalently# immobilized# Dhvar5# resulted# in# different# profiles# depending# on# the#
exposed#peptide#terminus.#CJterminally#immobilized#Dhvar5#maintained#the#level#of#
bacterial#adhesion#of#Ch_b#after#2#h#incubation,#but#had#a#higher#number#of#adhered#
bacteria#on#24#h# incubation.#This#suggests#that# in#a# longJterm#incubation,#exposure#
of#the#hydrophobic#portion#of#the#peptide#masks#Ch_b#intrinsic#activity,#resulting#in#
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unwanted#adhesion.# In#opposite,#NJterminally# immobilized#Dhvar5#have#the# lowest#
bacterial# adhesion# in# both# incubation# periods.# However,# the# viability# of# adhered#
bacteria#was#high# independent#of#the#terminus#used#for# immobilization,#suggesting#
that#we#have#a#stronger#antiJadherence#rather#than#antimicrobial#effect.#Confronting#
the# levels# of# surfaceJadhered# bacteria# with# those# of# free# bacteria# at# the#
supernatants,#we#came#to#the#conclusion#that,#in#the#absence#of#surface#coating#(i.e.,#
on# the# Ti# control),# a# high# number# of# bacteria# is# found# both# at# the# surface# and# in#
solution.# In# turn,# all# the# chitosanJcoated# surfaces,# with# or# without# further#
modification,#presented#similar#amounts#of#free#bacteria#at#the#supernatants,#which#
do# not# correlate# with# the# respective# lower# amount# of# surfaceJadhered# bacteria.#
Nevertheless,# the#high#amount#of#bacteria#at#the#supernatant#may#be#the#result#of#
the#proliferation#of#planktonic#bacteria#that#were#never#in#contact#with#the#surfaces.#
The# lowest# CFU# count# found# in# supernatants# regards# the# surface# with# adsorbed#
Dhvar5,#presumably#as#the#result#of#peptide#elution#to#the#bulk#phase.#However,#this#
result#loses#relevance#given#the#~70%#increase#of#adhered#bacteria#in#this#sample,#as#
compared#with#best#performing#Dhvar5Jgrafted#surfaces.#
Recently,# Chen# et. al.# [33],# reported# that# melimine,# a# 28mer# peptide# with# an# NJ
terminus# hydrophobic# domain# and# cationic# CJterminus,# presented# higher#
antimicrobial#activity#with#a#clear#antiJadherence#effect#when# immobilized# through#
its#NJterminus,#exposing#the#cationic#domain#away#from#the#substrate.#This#comes#in#
accordance#with# our# results.# In# contrast# to# these# results,#Hilpert#et. al.# [34],# found#
that# immobilized# AMP# exposing# their# hydrophobic# termini# exhibited# higher#
bactericidal#activity.#They#stated#that#the#hydrophobic#domain#should#be#free#to#be#
able#to#interact#with#the#lipophilic#portion#of#the#bacterial#membrane.#However,#they#
used# a# peptide# library# that# did# not# include# peptides# with# a# clear# ‘headJtoJtail’#
amphipathicity,#but# rather#a#conformationJdependent#amphipathicity.# Indeed,# they#
hypothesized# that# a# concentration# of# cationic# residues# on# the# exposed# terminus#
could#similarly#lead#to#high#antimicrobial#activity.#
Within# the# NJterminal# immobilizations,# differential# antiJadherence# effects# were#
obtained# depending# on# the# length# of# the# spacer# applied.# It# was# clear# that# longer#
spacer# (AHA#or#GG)#had#better# results# than# shorter# (ABA)# spacers.# The# two# longer#
spacers#had#very#similar#results,#suggesting#that,#with#this#particular#peptide,#spacer#
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length# is#more# important# than# spacer# flexibility.# Bagheri#et. al.# [35],# demonstrated#
the# importance# of# a# longer# spacer# on# AMP# antimicrobial# activity.# Nevertheless,#
reports#diverge# in# their#general# conclusion#about# the# specific# characteristics#of# the#
applied#spacer,#suggesting#that#it#may#be#peptideJdependent.#More#recently,#Bagheri#
et.al.#[36],#tried#to#assess#whether#the#mechanism#of#action#of#soluble#AMP#could#be#
relevant#for#the#correct#configuration#of#immobilization.#To#that#end,#those#authors#
chose#different#AMP#with#distinct#putative#mechanisms#of#action,#and#tested#them#
after# different# tethering# approaches.# Overall,# they# concluded# that# peptides# with#
intracellular#targets#lose#activity#upon#covalent#immobilization#whereas#the#behavior#
of#membraneJpermeabilizing#peptides#depend#on#their#amphipathicity#distribution.#
Thus,# the# activity# of# covalently# immobilized# peptides# whose# amphipathicity# is#
conformationJdependent#(as#the#KLAL#model#peptide)#is#not#significantly#affected#by#
the#orientation#of#immobilization.#On#the#other#hand,#peptides#with#sequenceJbased#
amphipathicity# (as#melittin)# should#be#covalently# immobilized# through# the#position#
farthest# away# from# the# hydrophobic# domain.# In# other# words,# these# authors#
concluded# that# membraneJactive# AMP# should# have# their# hydrophobic# domain#
exposed#in#order#to#insert#into#the#bacterial# lipid#bilayer.#As#reported#by#Ruissen#et.
al.,# [10],# Dhvar5# can# cause# cytoplasmic# membrane# depolarization# suggestive# of#
membranolytic#activity,#but#not#through#permanent#pore#formation.#This#mechanism#
of# action,# in# addition# to# the# sequenceJbased# amphipathicity# of# Dhvar5,# would#
suggest# that# its#optimal# immobilization#position#should#be# through#the#CJterminus,#
as#this#would#result#on#greater#exposition#of#the#hydrophobic#domain.#However,#this#
does#not#correlate#with#our#results,#nor#with#the#aforementioned#report#by#Chen#et.
al.,#in#Ref.#[33].#Our#results#demonstrated#that#immobilized#Dhvar5#lost#part#of#their#
antimicrobial# effect# against# S.. aureus# independently# of# their# immobilization#
orientation.#Nevertheless,# immobilization#by# the#NJterminus,# exposing# the# cationic#
part,# demonstrates# a# high# antiJadhesive# effect.# These# apparently# contradictory#
findings#highlight# the# little# that# is# known#about# the#mechanisms#of#action#of#AMP,#
mostly# immobilized#ones,#suggesting#once#again#that#soluble#and#immobilized#AMP#
may# not# share# the# same# mechanism# of# action,# as# recently# proposed# by#
Kizhakkedathu#et.al.,#[37].#Therefore,#each#individual#AMP#must#be#carefully#studied#
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regarding# main# parameters# of# immobilization# towards# creation# of# effective#
antifouling#coatings,#as#herein#reported#for#Dhvar5.#
6.(Conclusions(!
Dhvar5# covalently# immobilized# onto# a# chitosan# thin# coating# by# the# NJterminus#
(exposing# the# cationic# end),# improves# the# antimicrobial# effect# of# the# coating# by#
decreasing# S.. aureus# colonization.# This# effect# was# enhanced# when# longer# spacers#
were# used# independently# of# its# flexibility.# In# opposition,# Dhvar5# covalent#
immobilization#by#the#CJterminus#did#not#change#bacterial#adhesion#to#chitosan#and#
Dhvar5#physically#adsorbed#even#induced#bacterial#adhesion#to#chitosan#coatings.#
This# work# demonstrated# that,# after# surface# immobilization,# the# exposition# of# the#
cationic# end# of# this# amphipathic# peptide# (Dhvar5)# is# fundamental# to# create#
antimicrobial#surfaces#by#avoiding#bacterial#colonization.#
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1.(Abstract(
 
NFacetylcysteine! (NAC)! is! a!well! known!drug! frequently! used! as! a!mucolytic! agent!
and! in! the! treatment! of! acetaminophen! overdose.! Presently,! research! has! been!
focused! on! NAC! antimicrobial! activity.! However,! the! success! of! some! of! these!
strategies!was! impaired! by! NAC! short! halfFlife,! stressing! the! importance! of! a! high!
long! lasting! local! NAC! concentration.! Here,! we! hypothesized! the! application! of!
covalently! immobilized! NAC! onto! a! polymer,! in! order! to! develop! an! antimicrobial!
coating!able!to!prevent!implantFrelated!osteomyelitis.!Chitosan!was!the!polymer!of!
choice! as! it! is! reported! to! have! osteoconductive! properties,! as! well! as! some!
antimicrobial!activity.!Therefore,!the!main!goal!of!the!present!work!was!to!study! if!
NACFimmobilized! onto! chitosan! would! improve! chitosan! antimicrobial! and!
antibiofilm!activity,!without!impairing!bone!cell!adhesion!and!proliferation.!For!that,!
we! optimized! chitosan! films! with! increasing! NAC! concentrations,! assessed! film!
stability,! and! evaluated! its! biological! impact! on! (i)! MethicillinFresistant!
Staphylococcus,aureus! (MRSA)!adherence,!proliferation!and!biofilm!production!and!
(ii)!on!Osteoblasts!(MC3T3FE1!cell!line)!metabolic!activity!and!morphology.!!
NACFfunctionalized! chitosan! coatings! avoid! bacterial! adhesion,! impairing! biofilm!
formation,!while! allowing!osteoblast! adhesion!and!proliferation! in! a! concentration!
dependent!way.!Therefore,!NACFfunctionalized!chitosan!coating!is!a!promising!nonF
antibiotic!alternative!for!the!prevention!of!implants!biofilmFassociated!infections.!!
 
Keywords( NFacetylcysteine,! Antimicrobial! surfaces,! surface! functionalization,! biomaterials,! Biofilm,!
covalent!immobilization(
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2.(Introduction(
 
NFacetylcysteine!(NAC)!is!a!widely!used!drug!in!medical!practice!for!more!than!three!
decades.!Although!it!is!most!frequently!used!as!a!mucolytic!in!chronic!bronchitis,!and!
as!a!detox!and!antioxidant!agent!in!the!treatment!of!acetaminophen!overdose,!it!has!
been!used!on!a!number!of!other!clinical!applications!such!as!chemotherapyFinduced!
toxicity,! HIV/AIDS! and! psychiatric! disorders! [1].! Adding! to! this! broad! activity,! NAC!
has! also! been! reported! as! having! an! excellent! safety! profile! [2].! In! tissue!
regeneration,!NAC!application!has!been!investigated!mostly!in!orthopedic!and!dental!
implants,! namely! (i)!mixed!with! bone! cement! to! reduce! poly(methyl!metacrylate)!
cytotoxicity!and! to! improve!osteointegration!of! the!biomaterial! [3],! (ii)!mixed!with!
dental!restorative!materials!(resinFmodified!glass!ionomers)!for!similar!purposes![4],!
(iii)! loaded! in! titanium! nanotubes! in! dental! implants! for! osteointegration!
enhancement! [5],! among! others.! In! addition,! NAC! has! antimicrobial! properties!
against! both! GramFpositive! and! GramFnegative! bacteria! [6F10].! Although! its!
antimicrobial!mechanism! is! unclear,! it! is! known! that! the! sulfhydryl!moiety! of!NAC!
acts!as!an!antioxidant,!playing!a!role!in!free!radical!scavenging,!therefore!helping!the!
immune! system! in! destroying! intermolecular! or! intramolecular! disulfide! bonds! of!
bacterial!proteins,!and!in!competitively!inhibiting!cysteine!utilization!by!bacteria![1,!
11,!12].!Furthermore,!its!was!also!reported!that!NAC!can!disrupt!mature!biofilms,!by!
reducing! extracellular! polysaccharides! with! consequent! decrease! of! bacterial!
adhesion![6,!8,!13].!Therefore,!NAC!seems!a!promising!nonFantibiotic!alternative!for!
the!treatment/prevention!of!implants!biofilmFassociated!infections,!and!has!been!(i)!
adsorbed!on!polyethylene!and!titanium![14],! (ii)! incorporated!on!collagen!scaffolds!
[12],!and!(iii)!applied!as!catheter!lock!solution![15].!Although!having!variable!success!
rates,!all!these!approaches!stressed!the!importance!of!a!longFlasting!high!local!NAC!
concentration! towards! an! optimal! performance.! Taking! all! of! these! findings! in!
consideration,! we! hypothesized! a! new! strategy! based! on! the! application! of!
covalently!immobilized!NAC!onto!a!polymer!for!the!development!of!an!antimicrobial!
implant!coating!that!would!prevent!implantFrelated!osteomyelitis! infection.!To!that!
end,! we! chose! chitosan,! a! natural! cationic! polysaccharide! with! recognized!
antimicrobial! [16F19]! and! osteoconductive! properties! [20F22].! Therefore,! the!main!
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goal!of!the!present!work!was!to!study!if!a!NACFfunctionalized!chitosan!film!coating!
would! improve! chitosan! antimicrobial! and! antibiofilm! activity,! without! impairing!
bone!cell!adhesion!and!proliferation.!!
 
2.(Materials(&(Methods(
2.1.(Preparation(of(Chitosan(Ultrathin(Films(
 
A! reFprecipitation!method! [23]!was! used! to! purify! commercial! squid! pen! chitosan!
(France!Chitine),!resulting!on!a!molecular!weight!of!283000F472000!with!a!degree!of!
acetylation!(DA)!of!~15%.!Chitosan!ultrathin!films!(Ch)!were!prepared!as!previously!
described!by!us![18]![24]!by!deposition!of!a!drop!of!chitosan!solution!(0.4%!in!acetic!
acid!w/v)!onto!gold!substrates!(1x1!cm2)!using!a!spin!coater!(9000!rpm,!1!min).!Ch!
were! then! neutralized! with! 0.1! M! NaOH,! rinsed! with! MilliQ! water,! dried! with! a!
gentle!stream!of!Argon!and!stored!under!Argon!atmosphere.!
Gold! substrates,! produced! and! prepared! as! previously! described! by! us! [25],! were!
chosen! due! to! their! higher! suitability! for! some! of! the! surface! characterization!
techniques! used,! such! as! ellipsometry! and! Infrared! Reflection! Absorption!
Spectroscopy!(IRRAS).!!
 
2.2.(Functionalization(with(NAC(
 
Functionalization! of! Ch! with! NAC! was! performed! as! described! in! [18].! Further!
optimization! was! developed! using! different! NAC! concentrations,! namely! 0.4,! 4,! 6!
and! 8! mg/ml.! Ch! were! treated! with! a! solution! of! 0.2! M! 1FEthylF3F[3F
dimethylaminopropyl]! carbodiimidehydrochloride)! (EDC;! SigmaFAldrich),! 0.05!M!NF
hydroxysulfosuccimide! (NHS;! SigmaFAldrich)! and! different! NAC! concentrations!
(Merck),!in!0.1!M!(NFmorpholino)ethanesulfonic!acid!(MES;!SigmaFAldrich)!buffer!at!
pH!6.5,!for!1!h,!at!37°C!and!100!rpm.!A!control!NACFadsorbed!sample!was!prepared!
by!incubating!Ch!with!a!4!mg/ml!NAC!solution!in!0.1!MES!using!the!same!incubation!
parameters.!The!modified!films!were!then!rinsed!with!MilliQ!water!in!an!ultrasound!
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bath! (1! min;! Bandelin! Sonorex! Digitec! Bath! 35! kHz)! and! rinsed! twice! with!MilliQ!
water.!!
 
2.3.(Surface(Characterization(!
Prior!to!surface!characterization,!samples!were!dried!on!a!Vacuum!Oven!(Raypa,!EV!
50)!for!1!h!at!40°C.(
2.3.1%IRRAS%!
IRRAS! spectra! were! obtained! on! a! Perkin! Elmer! FTIR! spectrophotometer,! model!
2000,!coupled!with!a!VeeMax! II!Accessory! (PIKE)!and!a! liquidFnitrogenFcooled!MTC!
detector.!In!order!to!avoid!water!vapor!adsorption,!dry!nitrogen!was!purged!into!the!
instrument! for! 5!min! before! and! during! each! sample! analysis.! For! each! sample,! a!
similar! gold! surface!was! used! as! a! background.! Incident! light!was! pFpolarised! and!
spectra!were!collected!using!the!80°!grazing!angle!reflection!mode.!For!each!sample,!
100!scans!were!performed!with!4!cmF1!resolution.!
2.3.2%Ellipsometry%!
Film! thickness! was! measured! with! an! imaging! ellipsometer,! model! EP3,! from!
Nanofilm! Surface!Analysis.! This! ellipsometer!was! used! in! a! polarizerFcompensatorF
sampleFanalyzer!(PCSA)!mode!(null!ellipsometry).!The! light!source!was!a!solidFstate!
laser!(532!nm).!The!gold!substrate!refractive!index!(n)!and!extinction!coefficient!(k)!
were! determined! by! using! a! delta! and! psi! spectrum! with! a! variation! of! angle!
between!65°!and!71°.!A!refractive!index!(n)!of!0.6244!and!extinction!coefficient!(k)!
of! 2.3845!was! obtained! for! the! gold! substrate.!Measurements!were! performed! in!
four!regionFofFinterest!to!correct!for!any!instrument!misalignment.!The!thickness!of!
the!chitosan!films!was!determined!considering!n=1.54!and!k=0,!for!the!chitosan!film!
[26].! For! each! type! of! substrates,! the! results! presented! are! the! average! of! three!
measurements!on!each!of!three!samples.!
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2.3.3%X6ray%Photoelectron%Spectroscopy%(XPS)%!
The!XPS!measurements!were!performed!using!an!ESCALAB!200A,!VG!Scientific!(UK)!
with! PISCES! software! for! data! acquisition! and! analysis! (from! CEMUP! –! Centro! de!
Materiais!da!Universidade!do!Porto).!For!analysis,!an!achromatic!Al!(Kα)!XFray!source!
(1486.6!eV)!operating!at!15kV!(300!W)!was!used,!and!the!spectrometer,!calibrated!
with!reference!to!Ag!3d5/2!!(368.27!eV),!was!operated!in!CAE!mode.!Data!acquisition!
was!ran!with!a!pressure!lower!them!1.EF6!Pa.!Survey!spectra!over!a!range!of!0–1150!
eV!was! collected!with! analyzer! pass! energy!of! 50! eV.!High! resolution!C(1s),!O(1s),!
N(1s),!S(2p)!and!Au(4f)! spectra!were!collected!with!analyzer!pass!energy!of!20!eV.!
The!photoelectrons!were!analyzed!at!a!takeFoff!angle!of!55°.!The!binding!energy!(BE)!
scales! were! referenced! by! setting! the! C(1s)! BE! to! 285.0! eV.! All! the! spectra! were!
fitted!using!XPS!peak!fitting!software!(XPSPEAK!Version!4.1).!All!the!carbon!spectra!
were!fitted!using!asymmetrical!70%!Gaussian/30%!Lorentzian!profiles.!!
 
2.3.4%Water%Contact%Angle%!
Measurements!were!performed!using!the!sessile!drop!method!with!a!contact!angle!
measuring! system! from!Data! Physics,!model!OCA! 15,! equipped!with! a! video! CCDF
camera!and!SCA!20!software,!as!described!at![25].!Drops!of!MilliQ!water!(4!µl)!were!
deposited!onto! the!samples! surfaces!and! images!were! taken!every!2! s!over!300!s.!
Droplet! profiles!were! fitted! using! YoungFLaplace! formula,! to! calculate! the! contact!
angle.!The!water!contact!angle!of!each!sample!was!calculated!by!extrapolating!the!
time! dependent! curve! to! zero.! Results! are! the! average! of! two!measurements! on!
three!independent!samples.!
 
2.3.5%Functionalization%stability%!
Stability!of!immobilized!NAC!was!assessed!as!previously!described!on![27]!by!soaking!
NACFmodified! films! in! deionized! water! for! 14! days! at! room! temperature.! Water!
contact! angles! were! measured! before! (Day! 0)! and! after! 7! and! 14! days! soaking.!
Samples!were!dried!overnight! in! the!vacuum!oven!prior! to!measurements.!Results!
are!the!average!of!two!measurements!on!three!independent!replicates.!
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2.4(Bacterial(assays!
2.4.1%Bacterial%Strains,%Media%and%Growth%Conditions%!
MethicillinFresistant, Staphylococcus, aureus! strain! (MRSA)! was! bought! from! the!
American!Type!Culture!Collection! (ATCC!33591),!and!streak!onto!Tryptic!Soya!Agar!
(TSA)!(Merck).!Five!colonies!were!then!cultured! in!5!ml!of!Tryptic!Soya!Broth!(TSB)!
(Merck)! overnight! at! 37°C,! 150! rpm.! The! bacterial! suspension! concentration! was!
adjusted!by!Optical!Density!(600nm)!and!confirmed!by!retrospective!viable!count.!!(
 
2.4.2%Surfaces%sterilization%!
Test!surfaces!were!incubated!successively!in!70%!ethanol!and!sterile!water,!and!then!
dried!in!sterile!environment.!These!samples!were!then!placed!on!24Fwell!flat!bottom!
cellular!suspension!plates!(Sarstedt,!Ldt,!Newton,!USA).!!
 
2.4.3%Adherence%assay%!
Previous!to!bacteria!adhesion!assays,!samples!were!placed!at!the!wells!and!stabilized!
in! MuellerFHinton! Broth! (MHB)! for! 30! min.! Adjusted! bacterial! solution! was! then!
added!to!the!wells!to!a!final!concentration!of!107!CFU/ml,!and!incubated!at!37°C!for!
2h.!After! incubation,! substrates!were! rinsed!with!sterile!phosphateFbuffered!saline!
(PBS)!solution!and!fixed!with!4%!(w/v)!paraformaldehyde!(PFA)!(Sigma–Aldrich)!for!
20! min.! Substrates! were! rinsed! again! with! sterile! PBS! and! stained! with!
VECTASHIELD®! Mounting! Medium! with! 40,6FdiamidinoF2Fphenylindole! (DAPI;!
Vector).! Images!were!obtained!with!an! inverted! fluorescence!microscope!(Axiovert!
200M,!Zeiss,!Germany).!For!quantifying!the!adherent!bacteria,!eight!fields!on!each!of!
triplicate! replicates!were!obtained!with! a! 1000x!magnification,! corresponding! to! a!
net!area!of!about!0.1181!mm2/sample.!Bacterial! counts!were!performed!using! the!
manual! counting! software! included! in! ImageJ! software.! Also,! supernatants! were!
successively!diluted,!plated! in! triplicate!on!TSA!and! incubated!at!37°C! for!18!h! for!
colony!forming!units!(CFU)!counting.!!
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2.4.4%Proliferation%assay%
%%
For! proliferation! assays,! samples! that! were! incubated! during! 2! h! with! bacterial!
solution!(as!described!in!2.4.3.)!were!rinsed!with!sterile!PBS,!and!immersed!in!fresh!
MHB!in!a!new!24Fwell!plate!for!4!h!at!37°C!and!100!rpm.!At!the!end!of!this!period,!
surfaces!were!rinsed!with!sterile!PBS,!fixed!and!visualized!as!described!above!(2.4.3).!
Supernatants!were!also!plated!for!CFU!counting.!!
 
2.4.5%Biofilm%assay%!
S.,aureus!overnight!culture!in!TSB!(100!mL)!was!added!to!5!ml!of!TSBF0.25%!glucose!
and!incubated!for!4!h!at!37°C,!150!rpm.!Then,!100!µl!of!this!suspension!was!added!to!
each!well!containing!test!surfaces!already!immersed!in!900!µl!of!TSBF0.25%!glucose.!
After!a!2!h!incubation!period!at!37°C,!surfaces!were!gently!rinsed!three!times!with!
sterile! PBS! and! reFincubated! with! 1000! µl! of! TSBF0.25%! glucose! for! 24! h.! Finally,!
surfaces!were! rinsed!with! sterile! PBS! and! left! to! dry.! At! this! point,! surfaces!were!
stained!with!crystal!violet!1%!for!5!min!and!then!washed!with!deionized!H20.!Crystal!
violet!was!solubilized!in!dimethyl!sulfoxide!(DMSO)!and!absorbance!was!read!at!570!
nm.! Results! are! the! average! of! three! independent! samples! of! two! independent!
assays.!
 
2.5(Cellular(Biocompatibility(
2.5.1%Cell%culture%!
MC3T3FE1!calvaria!preFosteoblast!cells!(purchased!from!the!European!Collection!of!
Cell! Cultures! F! ECACC)! were! cultured! in! complete! αFmodified! minimal! essential!
medium! (αFMEM,! Gibco)!supplemented! with! 10%! (v/v)! heatFinactivated! foetal!
bovine!serum!(FBS;!Gibco)!and!1%!(v/v)!Penicilin/Streptomycin!(P/S;!Gibco).!The!cells!
were! maintained! at! 37°C! in! humidified! atmosphere! of! 5%! CO2,! and! media! were!
refreshed!every!2!to!3!days.!At!preFconfluence,!MC3T3FE1!cells!were!harvested!using!
trypsin! solution! (0.25%! w/v! trypsin,! 0.1%! w/v! glucose! and! 0.05%! w/v!
ethyldiaminetetracetic! acid! in! PBS)! and! were! plated! on! top! of! chitosan! and!!!!!
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chitosanFmodified! films! (n=5)! at! a! density! of! 2.0! x! 104! cells,! under! osteogenic!
conditions!(complete!αFMEM!supplemented!with!50!µg/ml!ascorbic!acid!and!10!mM!
ßFglycerophosphate).!Multiwells!culture!plates!were!previously!coated!with!pHEMA!
at! a! final! density! of! 0.8!mg/cm2! to! avoid! adhesion!of! the! cells! to! the! bottom!and!
walls!of!the!well.!Tissue!culture!coverslips!and!Au!substrates!were!used!as!positive!
controls.!All!experiments!were!performed!using!cells!until!passage!13.!
2.5.2%Cytotoxicity%assays%!
Cell! metabolic! activity! and! morphology! were! evaluated! at! 3,! 7! and! 14! days! of!
culture.! Cell! metabolic! activity! was! analysed! by! the! Resazurin! assay.! Briefly,! cells!
were!incubated!with!10%!(v/v)!Resazurin!solution!(0.1!mg/ml;!Sigma–Aldrich)!for!4!h!
at!37!ºC.!After!incubation,!three!150!μL/well!samples!were!transferred!to!a!96Fwell!
black!plate!and!fluorescence!was!measured!(530!nm!Ex/590!nm!Em)!in!a!microplate!
reader! (BioTek! Synergy!Mx,!Molecular! Devices).! Cell!morphology!was! assessed! by!
staining! the! filamentous! actin! cytoskeleton! of! the! cells,! through!
immunocytochemistry.! For! that,! medium! was! removed! from! the! wells,! and! cells!
were!washed!twice!with!PBS!at!room!temperature!and!fixed!in!4%!(w/v)!PFA!(Sigma–
Aldrich)! for!10!min.!Cells!were!then!washed!with!PBS!and!permeabilized! for!5!min!
with! iceFcold! 0.1%! (v/v)! Triton! XF100! in! PBS.! After! one! PBS! rinse,! samples! were!
incubated!with!1%!(w/v)!bovine!serum!albumin!(BSA)!(Gibco,!Alfagene)!for!30!min!at!
37! ºC.! Afterwards,! samples! were! incubated! with! Alexa! Fluor®! 594! phalloidin!
antibody!(1:100;!Molecular!Probes,!Invitrogen)!in!PBS!for!20!min!in!the!dark!at!room!
temperature.! Samples!were!washed! twice!with!PBS! to! remove!unbound!antibody,!
and!mounted!with!VECTASHIELD®!with!DAPI.!Samples!were!protected!from!light!and!
kept! at! F20! ºC! until! further! analysis! by! inverted! fluorescence! microscopy! (Zeiss!
AxioVision!Microscope).!
!
2.6(Statistical(analysis(
For! statistical! analysis,! oneFway! analyses! of! variance! followed!by! Tukey’s! post! hoc!
testing! were! used.! The! nonFparametric! Kruskal–Wallis! test! was! applied! when!
Gaussian! distribution! was! not! confirmed.! Analyses! were! performed! using! the!
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GraphPad!Prism!program.!Data!are!expressed!as!the!mean!±!standard!deviation!(SD),!
and!p!values!of!<0.05!were!considered!significant.!
 
3.(Results(
 
3.1(Surface(Characterization(
 
Control!(Ch_buffer),!Ch!with!adsorbed!NAC!(Ch!NAC!ads)!and!Ch!functionalized!with!
NAC!at! concentrations! ranging! from!0.4! (Ch_NAC0.4)! to! 8!mg/ml! (Ch_NAC8)!were!
analyzed!by!IRRAS,!ellipsometry,!water!contact!angle!measurements!and!XPS.!
 
3.1.1%IRRAS%!
IRRAS!analyses!of!chitosan!thin!films,!before!and!after!immersion!on!buffer!solution,!
showed!that!the!films!remained!stable!even!after!chemical!procedures!undertaken!
(data!not!shown).!IRRAS!spectra!of!control!and!NACF!modified!chitosan!are!shown!in!
Figure!1A.!
Figure(1.!Surface!characterization!of!Ch!and!Ch!modified!ultrathin!films!by!A)!IRRAS;!B)!Ellipsometry. 
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The!Ch_buffer!spectrum!allowed!the!identification!of!characteristic!absorption!bands!
of!chitosan,!namely,!1655!cm−1!(amide!I!band,!C=O!axial!stretching!of!acetyl!groups),!
1595!cm−1!(amide!II!band),!1330!cm−1!(amide!III!band,!CFN!axial!stretching),!and!1375!
cm−1!due!to!CH3!symmetric!deformation!and!1085!cm−1!(skeletal!vibration!involving!
the!CFO!bridge! stretching)! as! previously! described! [23,! 24,! 28F30].! The! increase!of!
the!amide!I!absorption!band!(1654!cmF1)!observed!after!functionalization!of!Ch!with!
NAC! strongly! suggests! that! covalent! immobilization! of! NAC!was! successful,! as! the!
carbodiimideFmediated! coupling! between! free! amine! groups! of! Ch! and! carboxylic!
groups! of! NAC! produces! amide! bonds.! In! addition,! no! difference! was! observed!
between! the! spectra! of! Ch_buffer! before! and! after!NAC! adsorption! (Ch!NAC! ads),!
which! further! supports! the! success! of! NAC! immobilization! upon! carbodiimideF
mediated! coupling.! However,! no! difference! was! observed! among! spectra! of! Ch!
modified!with!different!NAC!concentrations.!!
 
3.1.2%Ellipsometry%!
The! spin! coating! process! resulted! on! uniformly! distributed! Ch!with! 14.7! ±! 0.2! nm!
thickness,!which! remained! stable! even! after! the! reaction! protocols! used,! as! there!
were!no! thickness! changes!between! freshly!made! films!and!bufferFincubated! films!
(data! not! shown).! Figure! 1B! presents! thickness! of! Ch! before! and! after! surface!
modification!with!different!NAC!concentrations,!ranging!from!0.4!to!8!mg/ml.!
The! Ch_buffer! thickness! was! augmented! after! NAC! functionalization! until! a!
maximum!of!18.9!±!0.3!nm!was!reached,!when!using!NAC!at!4!mg/ml!concentration.!
No!difference!was!observed! in! film! thickness!using!NAC!concentrations!between!4!
and!8!mg/ml.!Therefore,!further!assays!were!conducted!using!samples!functionalized!
with!NAC!at!0.4!and!4!mg/ml.!!
 
3.1.3%XPS%analysis%!
XPS! survey! spectra! demonstrated! the! absence! of! surface! contaminants,! since! no!
other!elements!than!those!expected!were!detected!(data!not!shown).! !The!relative!
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atomic! composition! of! all! surfaces! is! described! at! Table! 1.! Ch_buffer! was! in!
accordance!with!our!previous!reports![24,!30].!!
 
Table( 1.! Surface! atomic! composition! (%)! calculated! from! highFresolution! XPS! spectra! of! different!
chitosan!samples.!
Surface 
Atomic composition (%) C1s composition (%) 
C (1s) O (1s) N (1s) S (2p)  
 
C-C/C-H 
285 eV 
C-OH/C-O-C 
286.4 eV 
O-C-O/N-C=O 
288.1 eV 
Ch_buffer 59.2 33.3 7.5 0 25 60 15 
Ch_NAC0.4 61.9 25.2 12.9 0 27 51 22 
Ch_NAC4 61.5 26.1 11.6 0.8 36 37 27 
Ch NAC ads 57.7 34.6 7.7 0 25 58 17 
 
The! presence! of! NAC! on! the! surface! can! be! demonstrated! by! the! increase! of! the!
nitrogen! (N1s).! N1s! increase! was! observed! onto! Ch_NAC0.4! and! on! Ch_NAC4.!
However,!no!differences!was!observed!between!surfaces.!!
NAC! immobilization! onto! Ch! can! be! detected! by! the! increase! of! the! C1s! peak! at!
288.1!eV!assigned!to!amide!bond!formation,!which!was!poorly!observed!when!NAC!
was! only! adsorbed! on! the! surface.! This! increase! was! concentrationFdependent,!
reinforcing! the!success!of!covalent! immobilization!of!NAC!onto!Ch.!HighFresolution!
S2p!XPS!spectra!only!allowed!the!detection!of!the!NAC!free!thiol!group!(~163!eV)!on!
the!sample!where!the!higher!amount!of!NAC!was!applied,!underpinning!the!different!
concentrations! of! NAC! used! to! prepare! the! two! NACFmodified! surfaces! analyzed.!
Neither!Ch_Buffer,! nor! Ch!NAC!ads! showed!any! traces!of! sulfur! by! XPS,! indicating!
that!probably!NAC!adsorption!happened!at!a!low!yield.!
 
3.1.4%Water%optical%contact%angle%(OCA)%analysis%!
Water!optical!contact!angles!of!the!control!and!NACFmodified!Ch!films!are!presented!
on!Figure!2!(black!bars).!
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Figure( 2.! Water! contact! angle! measurements! over! time.! *Statistically! different! (p<0.05)! (nonF
parametric!KruskalFWallis!test).!
 
Chitosan!functionalization!with!NAC!increased!significantly!the!hydrophilicity!of!the!
films,! decreasing! the! water! contact! angle! from! 64! ±! 1°! to! 47! ±! 2°! or! to! 39! ±! 1°!
depending!on!the!concentration!used!(0.4!or!4!mg/ml,!respectively)!as!seen!on!black!
bars!of!Figure!2.!Also,!no!significant!difference!was!observed!between!contact!angles!
of!Ch_buffer!(64!±!1°)!and!Ch!NAC!ads!(63!±!1°).!!
 
3.1.5%Functionalization%stability%!
To! determine! whether! NAC! covalently! bound! to! Ch! remained! stable! over! time,! a!
soak! test! was! performed! in! deionized! water! for! 14! days! at! room! temperature.!
Results,! depicted! on! Figure! 2,! demonstrated! that! no! significant! difference! was!
observed! between! the! contact! angles! at! different! time! points,! suggesting! that,! as!
expected,!the!amide!bonds!formed!between!Ch!and!NAC!were!stable!throughout!the!
14!days!period.!
 
3.2(Antimicrobial(Activity(Characterization(!
The! antimicrobial! properties! of! NACFfunctionalized! Ch! was! evaluated! by! the!
assessment! of! their! capacity! to! avoid! bacterial! adhesion,! proliferation! and! biofilm!
formation.!!
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3.2.1%Adhesion%assays%!
The!effect!of!developed!thin!films!on!S.,aureus!adhesion!is!demonstrated!on!Figure!
3A.!
 
 
Figure( 3.A)! Bacterial! adhesion! on! Au,! Ch! and! NACFmodified! Ch! films! after! 2! h! incubation! in!MHB!
(white!bars)!and!4!h!reFincubation!on!fresh!medium!MHB!after!the!2!h!preFincubation!period!(black!
bars);!B)!CFU!counts!of! the! supernatants! after!2!h! incubation!period! (white!bars)! and!after!4!h! reF
incubation!in!fresh!medium!(black!bars)!(oneFway!ANOVA!p<0.05). 
 
As!seen!on!Figure!3A,!after!the!2!h!incubation!period!(white!bars),!bacteria!adhered!
preferably!to!the!Au!substrates!used!as!control.!Ch!film!coating!promoted!a!2.6Ffold!
decrease! in!bacterial!adhesion!compared!to!Au,!as!previously!described!by!us![18].!
Covalent! immobilization!of!NAC!clearly!decreased!bacterial!adhesion!to!Ch!films!by!
2Ffold!and!21Ffold!when!using!NAC!at,!respectively,!0.4!and!4!mg/ml,!demonstrating!
the! antiFadhesive! capacity! of! Ch_NAC! films.!Moreover,! Ch! film!modified! with! the!
highest! NAC! concentration! (4! mg/ml)! decreased! bacterial! adhesion! by! 56Ffold!
regarding! Au.! On! the! other! hand,! physically! adsorbed! NAC! onto! Ch! films! did! not!
present!significant!differences!regarding!control!Ch!films,!reinforcing!the!key!role!of!
covalent!immobilization.!!
Figure!3B!represents!bacterial!behavior!at!the!supernatants,!which!shows!that!bulk!
phase!bacteria!were!able!to!duplicate!in!number!during!the!2!h!incubation!period!in!
MHB! (white! bars),! as! compared! to! the! initial! inoculum! (grey! bar).! No! significant!
difference!was!found!between!the!amount!of!bacteria!in!different!samples.!This!can!
be! explained! by! the! high! initial! inoculum! that!was! free! to! proliferate! on! this! bulk!
phase.!
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3.2.2%Proliferation%assays%!
To! assess! the! degree! of! proliferation! of! surface! adherent! bacteria! in! the! 2! h!
incubation!assay!(white!bars!of!Figure!3A),!surfaces!were!reFincubated!in!fresh!MHB!
medium!for!4!h.!Results!obtained!are!depicted!by!the!black!bars!of!Figures!3A!and!
3B.!!
Adherent! bacteria! on! Au,! Ch_buffer! and! Ch! NAC! ads! surfaces! were! able! to!
proliferate,!since!the!number!of!surface!adherent!bacteria!duplicated!regarding!the!
respective!values!obtained!on!the!previous!2!h!adherence!assay!(white!bars).!Also,!at!
the! supernatants! of! these! samples! (black! bars! of! Figure! 3B),! high! CFUs! were!
observed,! suggesting! that! bacteria! were! further! able! to! detach! and! proliferate! in!
bulk!phase.!!
In!contrast,!surfaces!with!covalently!immobilized!NAC!maintained!the!low!amount!of!
adherent! bacteria! throughout! the! extended! 4! h! incubation! period,! demonstrating!
that!adherent!bacteria!could!not!proliferate!on!the!surface!(black!bars!of!figure!3A).!
In! addition,! although! some! adherent! bacteria! could! be! detached! from! the! surface!
and!proliferate!in!solution!(black!bars!of!Figure!3B),!they!were!not!able!to!adhere!on!
NACFsurfaces! since,! as! described! above,! the! number! of! adherent! bacteria! did! not!
increase!on!these!surfaces.!!
The!above!observations!provide!undeniable!evidence!of!the!bacterial!antiFadhesive!
effects! brought! by! covalent! immobilization! of! NAC! onto! Ch.! Such! is! further!
reinforced!by!visualization!of!adherent!bacteria!on!the!different!surfaces!by!SEM,!as!
depicted!on!Figure!4.!!
!
!
!
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Figure( 4.! SEM! images! of!S., aureus! adherent! to! Ch! and!NACFmodified! Ch! films! after! 2! h! and! 2+4! h!
incubation!periods.!Au!were!used!as!controls.!Scale!bar:!100!µm.!
 
SEM! images! correlate! with! what! was! previously! found! on! the! adhesion! assays!
(Figure!3A).!Neither! frequent!cell!damage,!nor!exopolysaccharides! (EPS)!were!seen!
on!any!sample.!!
 
3.2.3%Biofilm%assay%!
In! order! to! evaluate! surface! activity! during! longFterm! bacteria! interaction,! biofilm!
assays!were!performed.!Crystal!violet!(CV)!staining!was!used!as!an!indicator!of!total!
biofilm! biomass.! Results,! presented! in! Figure! 5,! clearly! demonstrate! that! covalent!
immobilization!of!NAC!at! the!higher!concentration! (4!mg/mL)!provides!antiFbiofilm!
properties!to!the!chitosan!thin!film.!Ch_NAC4!presented!the!lowest!value!of!biofilm!
biomass! that!was! ~3Ffold! lower! than! that! of! control! Ch_buffer.!No!difference!was!
observed!between! the! controls!Au!and!Ch_buffer! and!Ch!modified!with! the! lower!
concentration! of! NAC.! Interestingly,! physically! adsorbed! NAC! onto! Ch! induced! an!
increase!of!the!total!biofilm!mass!that!was!~2Ffold!higher!than!that!of!Ch_buffer.!
!
Au########################################Ch_buﬀer###########################Ch_NAC0.4##########################Ch_NAC4############################Ch#NAC#ads#
2+
4h
###
###
###
###
###
###
###
###
##2
h#
Chapter(VII(
!161!
 
Figure( 5.! Effect! of! Ch! and!NACFmodified! Ch! surfaces! on! S., aureus! total! biofilm! biomass! formation!
(KruskalFWallis!analysis!*p<0.05).!!
 
3.3(NAC,modified(surfaces(influence(on(osteoblastic(cells((
 
In! order! to! evaluate! possible! cytotoxic! effects! of! the! modified! surfaces! on! cell!
interaction/adhesion,! osteoblastic!MC3T3FE1! cells! (a! preFosteoblast! cell! line)!were!
cultured!on!top!of!Ch!and!Ch_NAC!surfaces!for!14!days!under!osteogenic!conditions.!
Cell! metabolic! activity,! cell! adhesion,! integrity! and! morphology! were! assessed! at!
days!3,!7!and!14!of!culture.!
As! depicted! in! Figure! 6A,! no! significant! differences! were! found! in! MC3T3FE1!
metabolic!activity! for!all! three!modified!surfaces!tested!(Ch_NAC0.4,!Ch_NAC4!and!
Ch!NAC!ads),!when!compared!with!the!Ch_buffer!control.!Additionally,!the!metabolic!
activity!has!not!been!reduced!to!less!than!70%!when!comparing!to!the!same!control,!
demonstrating!that!NACFmodified!surfaces!have!no!cytotoxic!potential,!according!to!
ISO!10993F5:2009(E).!These!data!suggest!that!MC3T3FE1!cells!plated!on!top!of!NAC!
surfaces! were! viable! and! able! to! proliferate! and! differentiate! along! the! time! of!
incubation.!!
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Figure(6.!A)!MC3T3FE1!cell!metabolic!activity!after!3,!7!and!14!days! in!contact!with!Ch!and!Ch_NAC!
modified!surfaces.!Data!are!expressed!as!percentage! in! relation! to!Ch_buffer! (100%)!and!represent!
mean!±!SD!(n=5).!(oneFway!ANOVA!p<0.05;!n.s.FnonFsignificant);!B)!Osteoblast!morphology!following!
14!days!of!culture!on!top!of!Ch!and!Ch_NAC!modified!surfaces.!Scale!bar!50!μm.!(magnification!630x)!
The!images!are!representative!of!three!independent!experiments.!FFactin!filaments!are!stained!in!red!
and!nuclei!are!stained!in!blue.!
 
Regarding!MC3T3FE1!proliferation,!cells!became!confluent!on!Au!control!sample!at!
day! 3! and! continued! to! proliferate! on! the! followings! days,! covering! the! whole!
surface!at!day!14!of!culture.!On!Ch_buffer,!MC3T3FE1!cells! tended! to!agglomerate!
and!grow!forming!big!clusters!spread!throughout!the!Ch!film!surface,!as!previously!
described!for!other!osteoblastFlike!cells![31].!On!Ch_NAC0.4!surface,!a!very!low!cell!
adhesion! was! observed! on! the! initial! time! points,! with! cells! being! more! round!
shaped!rather!than!presenting!a!fibroblasticFlike!morphology.!Nevertheless,!as!time!
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progressed,! cells! were! able! to! proliferate! and! establish! cellFcell! contacts.! On! the!
Ch_NAC4! sample,! a! low! number! of! adhered! cells! was! also! observed! at! the! initial!
time!point!(day!3),!and!cells!were!dispersed!but!elongated.!As!time!progressed,!cells!
were!able!to!proliferate!to!cover!most!of!the!sample!surface!at!day!14,!as!shown!in!
figure!6B.!Similarly,!on!the!Ch!NAC!ads!sample,!a!low!number!of!cells!was!observed!
on!the!initial!time!point!(day!3),!and!cells!were!well!elongated!and!dispersed.!Also!in!
this! case,! and! as! time! progressed,! cells! were! able! to! proliferate! and! cover! a!
considerable!part!of!the!sample!surface!at!day!14.!In!all!cases,!cells!were!well!spread!
with!a!typical!osteoblastFlike!morphology.!
 
4.(Discussion(!
NAC!is!an!FDAFapproved!drug!clinically!applied!on!a!broad!range!of!pathologies![1].!
Moreover,! NAC! has! been! reported! as! exhibiting! antimicrobial! activity! against! a!
variety! of! microorganisms,! including! the! clinically! relevant,MRSA! [6,! 13,! 32,! 33].!
However,!since!NAC!serum!levels!obtained!with!intravenous!infusions!(about!0.035!
mg/ml)[34]!are!much! lower! than! the!antimicrobial! concentration! reported! in!most!
studies!(between!4!and!80!mg/ml)! [13,!14,!33,!35],!strategies!that!accomplish!high!
local!concentrations!would!be!beneficial![10,!15].!
In!this!study,!covalent!immobilization!of!NAC!was!performed,!in!order!to!obtain!longF
lasting!high!local!concentration!of!the!drug!onto!a!chitosanFderived!implantFrelated!
coating.! Chitosan,! a! natural! cationic! polysaccharide,! was! chosen! as! the! implant!
coating!due! to! its! recognized!antimicrobial! [16F19]!and!osteoconductive!properties!
[20F22].! For! that,! we! functionalized! chitosan! films! with! increasing! NAC!
concentrations,! assessed! film! stability,! and! evaluated! their! antiadhesive! and! antiF
biofilm! effect! on! (i)! methicillinFresistant! Staphylococcus, aureus! (MRSA),! the! most!
clinically! relevant! bacterium! in! osteomyelitis! [36,! 37],! and! their! impact! on! ii)!
osteoblasts! adherence! and! proliferation,! since! some! antimicrobial! coatings! may!
impair!tissue!integration.!!
The! production! of! NACFfunctionalized! chitosan! films! was! optimized! and!
characterized! by! a! number! of! different! techniques! (IRRAS,! ellipsometry,! water!
contact! angle! measurements,! and! XPS).! Strong! evidence! on! successful! covalent!
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tethering! was! brought! by! the! sum! of! different! contributions.! IRRAS! analysis!
demonstrated! an! increase! of! the! amide! I! peak! (assignment! to! peptide! bonds)! on!
NACFfunctionalized!surfaces!that!was!not!observed!when!NAC!was!simply!adsorbed.!
Similar! results!had!already!been! reported!by!us! [18].!This! technique,!however,!did!
not!offer!distinction!between!the!different!NAC!concentrations!applied.!Ellipsometry!
analysis!suggests!surface!saturation!at!a!NAC!concentration!of!4!mg/ml,!as!no!further!
thickness! increase!was!observed! above! this! concentration.! Surfaces!prepared!with!
the! two! lowest! NAC! concentrations! (0.4! and! 4! mg/ml)! where! therefore! well!
distinguished!using!i)!OCA!measurements,!by!the!increase!of!surface!hydrophylicity!
and!by!ii)!XPS,!by!the!increase!of!carbon!at!288.1!eV!(amide!bond),!with!increase!of!
NAC!concentration.!Moreover! sulfur!at!~163eV! (thiol! group)!was!only!detected!on!
Ch_NAC4,!probably!because!the!amount!of!NAC!on!both!Ch_NAC0.4!and!Ch!NAC!ads!
is!below!the!limit!of!detection!of!the!XPS!equipment!used.!
Regarding!stability!of!NAC! functionalization,!NACFchitosan! films!were!proved! to!be!
stable! for! 14! days,! as! no! significant! change! was! observed! on! surface! wettability.!
These!results!differ!from!those!reported!by!Harris!et,al! [27],!where!NAC!covalently!
immobilized! onto! poly(dimethyl)siloxane! presented! low! yield! and! stability.! This!
might!be!explained!by!the!wellFknown!high!stability!of!amide!bonds,!as!those!formed!
between!primary!amines!of!chitosan!and!carboxyl!groups!of!NAC,!herein!reported.!!
Regarding!bacterial!adhesion!assays,!surfaces!were!challenged!with!a!very!high!initial!
inoculum!over!2!h,!to!assess!the!NACFimmobilized!response!to!harsh!conditions.!As!
already! reported! in! some! studies,! chitosan! films! were! able! to! reduce! bacterial!
adhesion! in! about! 2.6Ffold! [18,! 38].! Furthermore,! NAC! immobilization! significantly!
reduced!adhered!bacteria!to!chitosan!in!a!concentration!dependent!way.!Such!antiF
adhesive!properties!could!be!explained!simply!by!physicalFchemical! interactions,!as!
less! hydrophobic! surfaces! (Ch_NAC0.4! and! Ch_NAC4)! have! been! correlated! with!
lower!cellular!adhesion! [39],!but! it!can!also!be!related!to! the!antimicrobial!activity!
attributed!to!NAC,!putatively!due!to!NACFmediated!destruction!of!disulfide!bonds!in!
proteins! [11],! impairing! bacteria! adhesion! and! production! of! exopolysaccharides!
precursors! of! biofilm! matrix! [6,! 14,! 40].! On! proliferation! assay,! the! capacity! of!
surface!adherent!bacteria! (from!the!2h!adhesion!assay)! to!proliferate/detach! from!
the! surface!was! evaluated.! Results! demonstrated! that!NACFfunctionalized! samples!
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had!no! increased!number!of!adhered!bacteria!after! incubation! in!a! fresh!medium,!
although! some! of! adherent! bacteria! were! able! to! detach! from! the! surface! and!
proliferate! in! solution! (Figure!3A!and!3B).! This! is! indicative! that! some!of! adherent!
bacteria! were! not! killed! by! the! surface.! However,! the! antiFadhesive! effect! of! the!
NACFfunctionalized!surface!avoided!the!planktonic!bacteria!adhesion!to!the!surface.!
Although!some!authors!defend!a!bactericidal!effect! for!NAC,! the! reported!minimal!
bactericidal! concentrations! (MBC)! are! very! high! [33,! 35,! 40].! Therefore,! the! effect!
observed! may! be! a! result! of! bacteriostatic! effects! combined! with! nonFadherent!
detach! of! bacteria! from! the! surface,! as! suggested! by! others! [12].! SEM! images!
corroborated! these! findings,!as!only!an!antiFadhesion!effect!was!observed!without!
any!visualization!of!frequent!bacterial!membrane!damage.!Regarding!the!control!Ch!
film,! bacteria!were! able! to! overcome! the! initial! antimicrobial! effect,! as! a! growing!
value!of!adhered!and!planktonic!bacteria!was!observed.!Remains!to!elucidate!if!the!
increased!amount!of!bacteria!on! this! control! surface!was!a! result!of!direct! surface!
proliferation!or!of!deposition!and!adherence!of! the!growing!number!of!planktonic!
bacteria.!Nevertheless,!the!results!of!both!assays!suggest!some!bactericidal!activity!
of!Ch_buffer!when!compared!with!Au.!On!the!Au!surface,!no!S.,aureus!proliferation!
interference!was!observed,!with!high!bacterial!numbers!both!at!the!surface!and!bulk!
phase.!!
Ch_NAC4! antiFadherence! properties! were! further! highlighted! on! the! biofilm! total!
biomass! quantification,! as! this! was! the! only! sample! that! efficiently! reduced! the!
amount! of! biofilm,! evidencing! once! again! a! concentrationFdependent! effect.! The!
Ch_buffer! surface! had! its! antimicrobial! activity! overwhelmed! by! the! extended!
incubation!period,!presenting!a!biofilm!total!biomass!similar!to!the!one!found!on!the!
control! Au! sample.! The! Ch_NAC4! antiFbiofilm! activity! may! be! explained! by! lower!
bacterial! adhesion,! possibly! by! adhesins! degradation,! summed! to! lower! EPS!
production,!and!even!detachment!of!preFformed!initial!biofilm,!as!already!reported!
for!soluble/adsorbed!NAC!in!a!number!of!different!studies![6,!7,!13,!40].!
The!NAC! effect! towards! eukaryotic! cells! in! its! soluble! form!has! been! described! as!
nonFcytotoxic!and!even!cell!stimulating![3,!5,!41,!42].!However,!our!most!promising!
antimicrobial!surface!is!hydrophilic,!which!is!usually!related!with!poor!cell!adhesion!
and! proliferation.! Indeed,! Harris! et, al.! [27]! proposed! the! use! of! NACFimmobilized!
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poly(dimethyl)siloxane! to! develop! a! hydrocephalus! shunt! free! from! astrocyte! and!
macrophage! adhesion,! and! found! their! material! to! have! some! efficacy.! In! the!
present!study,!NAC!was!immobilized!on!chitosan,!a!polymer!known!for!its!osteogenic!
properties![20F22,!43].!Results!show!a!lower,!yet!growing,!metabolic!activity!on!cells!
adhered!to!NACFmodified!samples,!ending!up!by!reaching!values!similar!to!those!of!
control! Ch_buffer.! Hence,! over! time,! NAC! samples! did! not! impair! cellular!
proliferation.!!
!
5.(Conclusion(!
Ch_NAC4! is! a! promising!material! as! it! avoids! bacterial! adhesion,! impairing! biofilm!
formation,!while!allowing!osteoblast!adhesion!and!proliferation.!This! is!particularly!
interesting! towards! further! developments,! and! future! perspectives! include! the!
assessment! of! this! coating! on! an! in, vivo! setting,! as! a! prevention! coating! and! as!
coadjuvant!in!systemic!antibiotic!therapies.!
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Implant)related! infection! prevention! continues! as! a! challenging! problem,! without!
significant!improvement!in!the!last!decades.!Efforts!have!united!researchers!towards!
developing! an! implant! coating! that! is! biocompatible! and! that! protects! against!
infection! establishment.! The! uprising! of! antibiotic! resistance! a! few! years! from! its!
implementation!has!prompted!the!search!for!alternative!measures.!AMP!appears!as!
an!alternative,!and!covalent!immobilization!as!a!preferred!strategy!to!obtain!a!long)
lasting,! highly! effective! coating.! Indeed,! the! work! herein! discussed! [1,! 2],!
demonstrated!a!better!antimicrobial!performance!of!covalently! immobilized!rather!
than!adsorbed!AMP.!This! finding! is! corroborated!with! the! reported!by! [3)5].! Since!
the! beginning! of! this! thesis! (and! highlighted! in! blue! in! Table! 3! of! chapter! II)! an!
increasingly! higher! number! of! reports! have! been! published! using! the! covalent!
immobilization!strategy.!It!is!clear!a!shift!from!fundamental!studies!to!more!applied!
research,!as!the!solid!supports!used!were!mainly!titanium!(in!42%!of!the!reports)!and!
silicone! (23%! of! reports).! Therefore,! the! immobilization! chemistries! have! also!
diversified,!with!most!frequent!being!silanization![3,!4,!6)8],!dopamine!immersion![9)
11],! UV)treated! Allyl! Glycidyl! Ether! [12)14]! frequently! combined!with! CuAAC! click!
[15)17]!and!carbodiimide![10,!17)20]!chemistry.!Also,!more!challenging!assays!have!
been!employed!with!antibiofilm![4,!10,!12,!13,!21,!22],!cytocompatibility![3,!4,!9,!12,!
13,!15,!16,!18,!22,!23]!and!film!stability![4)6,!8,!12,!18,!23,!24]!studies!being!frequent!
throughout!publications.!Regarding! the! cytocompatibility! assays,! cell! line! testing! is!
preferred!over! the!past! simple!haemolytic! assays,! in! an!attempt! to!have!a!deeper!
knowledge!of!AMP)surfaces!implications!on!tissue!environment.!Within!film!stability!
studies,!the!most!frequent!are!leaching!assays![5,!12,!23].!Also!resilience!against!2h!
ultrasonication![4,!6,!7],!resilience!through!autoclaving!process![18]!and!resilience!to!
varying! pHs! [24],! were! tested.! More! interestingly! Chen! et# al.[8]! assessed,! the!
influence!of!proteolytic! enzymes!on! the! immobilized!AMP.!They! reported! that! the!
surfaces!with! covalently! immobilized!GL13K! after! incubation! in! saliva! for! 11! days,!
showed! only! 2%! of! peptide! release,! whether! the! adsorbed! peptide! surface! had! a!
release! up! to! 9%.! This! suggests! that! covalent! immobilization!may! protect! against!
degradation!by!proteolytic!enzymes.!!
Nevertheless,!despite!some!promising! results! the!key!profile!of! immobilization!has!
not! been! fully! disclosure! yet,! and! parameters! such! as! spacer! application,! peptide!
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orientation! and! surface! density! need! further! reflection.! One! important! aspect!
highlighted!in!Chapters!V!and!VI!is!the!inclusion!of!a!spacer!for!better!antimicrobial!
performance.!Indeed,!an!elevated!number!of!the!recently!published!studies!chose!to!
include! a! spacer! or! to! apply! a! polymer! brush! coating,! resulting! in! better!
antimicrobial! activity! [3,! 5)7,! 10,! 12)14,! 17,! 21,! 22,! 24].! Exception! is! found! in! the!
work! of! Chen!et# al.,! [8],! Tan!et# al.,[9,! 11]! and!willcox!et# al.,[18,! 25],!where! direct!
immobilization!did!not!impair!surface!antimicrobial!activity.!
Regarding!orientation,!many!of!the!recently!published!studies!have!decided!to!apply!
a! simpler! chemistry,! resulting! in! randomly!oriented! immobilized!AMP! [4,! 9)11,! 18,!
19,! 21,! 23].! Although,! in! some! of! these! studies! a! high! bactericidal! effect! was!
observed,!in!fact,!this!bactericidal!effect!was!associated!with!increased!adherence!of!
dead!bacteria![4,!9,!21],!which!may!compromise!long)term!performance.!Therefore,!
a! chemoselective! tethering! could! help! to! have! a! bigger! control! of! the! coating!
performance.!Chemoselective! immobilization!has!been! reported!both! throught!Nt)
immobilization![5,!14,!15,!17,!22,!26],!and!Ct)immobilization![3,!6,!7,!12,!16,!19,!24].!
Like!chapter!VI!a!few!studies!tried!to!compare!Nt)!to!Ct)! immobilization![20,!25]! in!
order!to!obtain!the!most!active!immobilization!profile.!Indeed,!a!few!studies!tried!to!
correlate! AMPs! mode! of! action! with! preferred! orientation! at! immobilization!
[27][28].! Hipert! et# al.! [27]! suggested! an! extrapolation! of! the! peptide! membrane!
insertion!model! to!an!universal! tethering!profile,!where!hydrophobic!exposition!of!
immobilized!AMPs!should!result!on!higher!antimicrobial!activity.!Bagheri!et#al.! [28]!
also! defended! that! peptides! with! a! head)to)tail! amphipathicity! should! be!
immobilized! exposing! the! hydrophobic! end.! However,! results! from! both! tested!
AMPs!(hLF1)11!and!Dhvar5)!showed!that!the!proposed!correlations!may!be!still!a!bit!
further!from!reality.!Both!tested!peptides!(hLF1)11!and!Dhvar5)!have!a!head)to)tail!
amphipathicity.! However,! the! exposition! of! the! cationic! end! revealed! different!
outcomes.! In! the! case! of! hLF1)11! a! moderate! bactericidal! effect! was! observed!
accompanied!with!a!relevant!number!of!bacterial!adhesion.!The!recently!published!
work! by! Godoy)Gallardo! et# al.,! [3,! 6,! 7]! showed! that! hLF1)11! when! immobilized!
preferentially! by! its! Nt! (exposing! its! hydrophobic! end)! appeared! to! have! a! higher!
antimicrobial! effect! against! S.# sanguinis! than! what! we! found! for! MRSA.!
Nevertheless,!remains!to!clarify!if!the!observed!differences!are!not!the!consequence!
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of! insufficient! hLF1)11! density! or! bacteria! species! tested.! Regarding! Dhvar5,! the!
cationic! end! exposition! comprised! the! most! promising! surface,! with! a! very! low!
bacterial!adhesion.!Similarly,!besides! the!already!mentioned!Chen!et#al.!work! [25],!
also! Lim!et# al.! [12]! and! Lin!et# al.! [26]! studied!head)to)tail! amphipathic!AMPs,! and!
found! promising! results! with! the! cationic! end! exposition.! Therefore,! the! most!
effective!immobilization!profile!does!not!seem!to!be!linked!to!a!specific!structure!or!
proposed!model! of! action.! Nevertheless,! as! highlighted! by! Raspch! et# al.! [23]! and!
Bagheri! et# al.! [28],! only! peptides! with! strong! membrane! interference! abilities! as!
main!mode!of!action!are!capable!of!acting!as!potential! functional!molecules!for!an!
antimicrobial! surface! coating! by! covalent! attachment.! In! Raspch! et# al.! [23]! work,!
different! immobilization! chemistries! (preactivated! reactive! surfaces! with! epoxy,!
aldehyde,! NHS,! and! p)Phenylene! diisothiocyanate! (PDITC)! functionalities! to!
conjugate!with!AMPs!free!amines)!with!AMPs!with!different!putative!mechanisms!of!
action!were!tested.!They!found!that!different!immobilization!moieties!could!strongly!
influence! the! antimicrobial! surface! performance.! Moreover,! they! emphasized! the!
importance! of! spacer! inclusion! and! high! peptide! surface! density,! proposing! a!
minimal! concentration! threshold! to! obtain! significant! antimicrobial! activity.! They!
also!suggested!that!the! inclusion!of!a!spacer!and!peptide!surface!density!are!more!
important! than! peptide! orientation.! However,! they! did! not! test! specific!
immobilization! orientation,! as! the! AMPs! free! amines! were! unspecifically! used! for!
immobilization.!!
Another!point!still!needing!further! investigation! is!peptide!surface!density.! Initially,!
as!discussed! in!Chapter! II,! surface!peptide!density!appeared! to!be!as! important!as!
other! immobilization! parameters,! such! as! orientation! and! spacer! application.!
Moreover,! many! studies! fail! to! report! a! quantification! assay.! Consequently,!
comparisons! and! correlations! between! studies! became! very! difficult! to! establish.!
Indeed,!researchers!struggled!to!find!a!proper!way!to!quantify!immobilized!peptides,!
therefore,!quantification!relays! in! indirect!approximations![3)5,!8,!11)13,!16,!21)23,!
26,!29,!30].!The!two!most!used!methods!are:!estimation!from!film!thickness![3,!16,!
22,!26]!and!fluorescence!reading!of!fluorescence)labeled!immobilized!AMPs![11,!15,!
24].!Other!methods!include!HPLC!measurements!of!the!remained!peptide!at!reaction!
supernatant! whose! concentration! that! is! latter! on! subtracted! from! the! initial!
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concentration! [13,! 21],! free! amines! quantification! [12,! 23],! arginine! colorimetric!
quantification! [1,! 2],! phenyl! alanine! fluorescence! measurement! [30],! and! XPS!
estimation! [4].! Even! though! the!use!of! fluorescent)labeled!peptides! appears! to!be!
the!most!direct!way!to!quantify!immobilized!AMPs,!one!cannot!be!really!assure!that!
the!chemical!yield! is! the!same!using!a!simple!AMP!and!a! fluorescent)labeled!AMP.!
Nevertheless,! it! is! possible! to! suggest! that! the! real! influence! of! peptide! density! is!
peptide)specific! and! may! be! linked! to! a! minimal! concentration! threshold! as!
proposed!by!Raspch!et#al.![23].!
Gathering!the!information!of!all!published!studies!with!the!work!herein!exposed,!it!is!
possible!to!conclude!that!a!general!immobilization!profile!may!not!be!attainable,!as!
the! specificities! of! each!AMP!most! be! taken! in! consideration.! For! sequence)based!
amphipathic! AMPs! as! the! ones! herein! tested,! it! seems! that! spacer! inclusion,! and!
chemoselective!exposition!are!parameters!of!paramount! importance!to!develop!an!
effective!antimicrobial!surface.!!
Nevertheless,! the! ideal! antimicrobial! coating! should! comprise! killing! capacity,! but!
more! importantly!should!avoid!bacteria!adhesion,! in!order!to!maintain! long! lasting!
activity.! Therefore,! the! antiadhesive! performance! observed! in! chapter! VII! through!
the!immobilization!of!NAC!is!very!promising,!as! it! impairs!the!bacterial!adhesion!to!
such!low!levels!that!it!is!less!probable!infection!establishment.!
The! use! of! chitosan! as! a! coating! material! also! contributed! to! the! observed!
antimicrobial!outcome.!In!opposition!to!the!reported!by!Foster!et#al.! [31],!chitosan!
films!may!have! significant! antimicrobial! activity.!As! seen! in!Chapters!V,!VI! and!VII,!
ultrathin! chitosan! films!may! reduce! bacterial! adhesion! up! to! ~80%.! The! observed!
antimicrobial!activity!may!be!related!to!the!small!thickness!of!the!film,!the!absence!
of!a!crosslinking!step,!which!allows!for!a!high!level!of!free!amine!groups!that!can!act!
by!either!of!the!proposed!mechanism)of)action!(bacterial!membrane!disturbance!or!
divalent! cations! chelation).! Furthermore,! the! ethanol! 70°)related! sterilization! step!
did!not!impair!chitosan!antimicrobial!activity.!Regarding!the!cytocompatibility!of!the!
ultrathin! chitosan! films,! towards! an! osteoblast! cell! line,! results! showed! that! cells!
were!able!to!adhere!and!proliferate,!with!a!gathered!adhesion!profile!similar!to!what!
was!previously!reported!(see!Chapter!III).!!
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Future! work! comprises! further! development! of! the! two! most! promising! surfaces!
(Ch_AHA_Nt)Dhvar5! and! Ch_NAC4)! for! in# vivo! proof)of)concept.! To! this! end,! a!
number! of! optimizations! need! to! be! performed:! (i)! immobilization! of! the! Ch! films!
onto! titanium! surfaces,! which! comprises! covalent! linking! between! Ch! film! and! Ti,!
and!possibly!an!extra!crosslinking!step,! (ii)! stability!assays!of! the!obtained!coatings!
(both!proteolytic)based!and!harsh!processing!assays),! (iv)! in#vitro! cytocompatibility!
assays,! using! fibroblast! and! pre)osteoblast! cell! lines! through! metabolic! and!
differentiation!assays!and!finally!(iv)!in#vivo!assays.!Some!of!these!optimizations!are!
already!being!performed!namely,!immobilized!AMP!cytocompatibility!assays,!and!in#
vivo! model! establishment.! Regarding! the! Ch_AHA_Nt)Dhvar5! cytocompatibility!
assay,!a!HFF)1!fibroblast!cell!line!was!used.!Both!morphology!and!metabolic!activity!
(through!a!resazurin!assay)!was!assessed!during!a!7!days!period.!Preliminary!assay!is!
depicted!in!Figure!1.!
!
Figure( 1.! A)! HFF)1! cell!metabolic! activity! after! 1,! 3! and! 7! days! in! contact!with! Ch_B,! Ch_NAC! and!
Ch_AHA_Nt)Dhvar5!surfaces.!Data!represent!mean!±!SD!(n!=!5);!B)!Fibroblast!morphology!following!7!
days!of!culture!on!top!of!modified!surfaces.!Scale!bar!50!μm.!(Magnification!630x).!F)actin!filaments!
are!stained!in!green!(Phalloidin)!and!nuclei!are!stained!in!blue!(Dapi).!
!
As!seen!on!Figure!1,!HFF)1!cells!were!able!to!adhere!and!proliferate!over!the!7!days!
period.! HFF)1! metabolic! activity! increased! over! time,! being! even! higher! than! the!
control!(Ch_buffer)!(see!Figure!1A),!suggesting!that!the!presence!of!Dhvar5!did!not!
negatively! influenced! cells.! Moreover,! at! day! 7! cells! were! well! spread! with! a!
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fibroblast)like! morphology,! establishing! numerous! cell)to)cell! contacts! (see! Figure!
1B).!
!
Regarding!the!in#vivo!assays,!a!rat!osteomyelitis!model!is!currently!being!established!
at! our! lab,! which! is! an! adaptation! of! [29].! Briefly,! male! wister! han! rats! with! an!
average!weight!of!375g!are!used.!A!cavity! is!created!at!the! left! tibia! lumen,!with!a!
needle!and!a!high!inoculum!of!a!high!slime)producing!S.#aureus!strain!is!inoculated!in!
the! presence! of! a! titanium! rod! “implant”.! The! implanted! rods! can! be! naked! or!
coated! (with! Ch_buffer,! Ch_NAC4! or! Ch_AHA_Nt)Dhvar5).! At! the! end! of! surgical!
procedures,! X)ray! imaging! allows! to! verify! the! correct! positioning! of! the! implant.!
Animals! are! followed! during! 26! days,!monitoring!weight,! temperature! and! overall!
aspect.!At!end!of!the!26!days!period,!X)ray!allows!the!assessment!of!bone!damage.!
Both!tibias!are!collected,!as!well!as!the!implant.!Also,!blood,!liver!and!spleen!samples!
are! recovered! to! assess! possible! infection! dissemination.! These! samples! are!
processed!in!order!to!assess!the!amount!of!CFUs!present.!Some!tibia!(infected!and!
control)!are!prepared! for!histological!analysis.!After! some!optimizations!of! surgical!
procedures,! a! pilot! assay! was! performed! to! assess! infection! establishment! and!
infection!reproducibility! in!a!time!frame!of!15!days,!using!two!groups!of!6!animals:!
one! group! received! a! non)inoculated! implant,! the! other! group! received! an!
inoculated! implant.! At! end! of! this! period,! x)rays! (Figure! 2)! and! CFU! counts! were!
performed!on!the!obtained!samples.!!
!
!
Figure(2.!X)rays!obtained!from!A)!non)operated!tibia;!B)!non)inoculated!implant!inserted!tibia!Day!15;!
C)!inoculated!implant!inserted!tibia!Day!0;!D)!inoculated!implant!inserted!Day!15.!
!
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As!is!possible!to!observe!in!Figure!2!at!the!end!of!15!days!infected!tibia!(Figure!2D)!
reveals!lighter!round!shades!with!lower!bone!density,!not!observed!at!day!0!(Figure!
2C).!The!bone!CFU!counts!corroborated!the!infection!establishment!in!all!inoculated!
rats!(Data!not!shown).!
!
At! this!point,! the!tethering!of! the!modified!chitosan!films! (Ch_AHA_Nt)Dhvar5!and!
Ch_NAC4)!onto!titanium!rods!needs!to!be!further!optimized,! in!order!to!develop!a!
stable!coating!eligible!to!the!in#vivo!assays.!!
!
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a b s t r a c t
Bacterial adhesion to biomaterials remains a major problem in the medical devices field. Antimicrobial
peptides (AMPs) are well-known components of the innate immune system that can be applied to over-
come biofilm-associated infections. Their relevance has been increasing as a practical alternative to con-
ventional antibiotics, which are declining in effectiveness. The recent interest focused on these peptides
can be explained by a group of special features, including a wide spectrum of activity, high efficacy at very
low concentrations, target specificity, anti-endotoxin activity, synergistic action with classical antibiotics,
and low propensity for developing resistance. Therefore, the development of an antimicrobial coating
with such properties would be worthwhile. The immobilization of AMPs onto a biomaterial surface
has further advantages as it also helps to circumvent AMPs’ potential limitations, such as short half-life
and cytotoxicity associated with higher concentrations of soluble peptides. The studies discussed in the
current review report on the impact of covalent immobilization of AMPs onto surfaces through different
chemical coupling strategies, length of spacers, and peptide orientation and concentration. The overall
results suggest that immobilized AMPs may be effective in the prevention of biofilm formation by reduc-
tion of microorganism survival post-contact with the coated biomaterial. Minimal cytotoxicity and long-
term stability profiles were obtained by optimizing immobilization parameters, indicating a promising
potential for the use of immobilized AMPs in clinical applications. On the other hand, the effects of teth-
ering on mechanisms of action of AMPs have not yet been fully elucidated. Therefore, further studies are
recommended to explore the real potential of immobilized AMPs in health applications as antimicrobial
coatings of medical devices.
! 2010 Acta Materialia Inc. Published by Elsevier Ltd. All rights reserved.
Introduction
The use of biomaterial implants and medical devices such as
catheters, heart valves, stents, shunts, arthoprostheses and fracture
fixation devices is an increasingly common and often life-saving
procedure. Although infection incidence has been reduced by asep-
tic surgical techniques and prophylactic systemic antibiotic ther-
apy, bacterial colonization of medical devices or implants still
represents a serious hazard [1–3]. Mortality attributable to such
infections is highest among patients with cardiovascular implants,
particularly prosthetic heart valves and aortic grafts. However,
infections associated with orthopaedic devices often result in seri-
ous disabilities [4]. These infections may cause implant failure,
complex revision processes and implant removal, all leading to
patient suffering, prolonged hospitalization and even death [5].
Implant-associated infections are classified in three ways:
superficial immediate infections, deep immediate infections and
deep late infections. Superficial immediate infections are caused
by bacteria that normally populate the skin and start to colonize
the medical device (e.g. infected sutures). Deep immediate infec-
tions become apparent shortly after invasive surgeries and may
be due to inadvertent relocation of skin bacteria into the body,
i.e. non-sterile implantation procedures. Finally, deep late infec-
tions appear months or years after surgery and may be a delayed
display of contamination that was seeded during surgery or
resulted from bacteria that migrated from another anatomic site [6].
Implant surface susceptibility to infection is dependent on the
immune system performance and on the activity and virulence of
the involved microorganisms [2,7]. Immune system performance
can be compromised by direct surgical trauma, implant presence,
low availability of blood vessels in the implant vicinity and inflam-
matory escalation, frequently resulting in peri-implant tissue dam-
age. The activity and virulence of microorganisms are correlated
with their capacity for biofilm formation [8]. Biofilms can colonize
almost every kind of material (metals, ceramics and polymers) and
therefore medical devices [9]. Biofilms are a differentiated, high-
density population of microorganisms that are surrounded by a
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three-dimensional, well-organized exopolymeric matrix composed
of polysaccharides, proteins, nucleic acids and lipids produced
simultaneously by the microorganisms in the biofilm [3] and by
proximal host cells [10,11]. This biofilm matrix is characterized
by its resistance to stressful environmental conditions such as
UV radiation, pH variation, osmotic shock, desiccation and flow
conditions, and additionally by prevention of the entrance of
antibiotics and biocidal substances [9]. Furthermore, the biofilm
structure facilitates horizontal gene transfer between resistant
and non-resistant microbial strains [9]. The overall result is an
antibiotic resistance that is typically 10–1000 higher in biofilms
than in the planktonic form of the same bacterial species
[9,12,13]. Moreover recent research data have demonstrated that
sub-therapeutic doses of both classical and recent antibiotics
may induce specific gene expression, resulting in the paradoxical
effect of exarcebating biofilm formation [14–17].
Biofilm establishment results from a specific sequence of events:
microbial adherence, microcolony formation and proliferation, ma-
trix production, biofilm maturation and, finally, cell detachment
with propagation of infection [2,3]. Therefore, biofilms may repre-
sent reservoirs for the development of pathogenic infections [2,3].
When a biomaterial is implanted, a conditioning layer primarily
composed of proteins (fibronectin, vitronectin, fibrinogen, albumin
and immunoglobulins) adheres to its surface, favouring surface–
microorganism interactions [5,13]. The interaction between bacte-
ria and surface proteins results initially fromweak attraction forces
such as Van der Waals and electrostatic charges, which are later
reinforced by specific interactions involving bacterial adhesion pro-
teins [9]. Further, cell adhesion is facilitated by bacterial signalling
and matrix production, yielding a mature biofilm [2,13]. After for-
mation, a biofilm cannot be easily eliminated by standard clinical
procedures, and the infection often can only be eradicated by the
removal of the infected implant. In order to solve this problem, re-
search has been conducted on the development of antimicrobial
surface coatings that can prevent the initial bacterial colonization
and/or actively reduce bacterial titres, minimizing the potential
for biofilm formation [2,10].
2. Antimicrobial coatings
In order to avoid implant-associated infections, several strate-
gies have been reported with the aim of creating antimicrobial sur-
faces, such as the development of (i) non-fouling surfaces (surfaces
that avoid protein adsorption and cell adhesion) [1,18–20], (ii) sur-
faces previously colonized with non-pathogenic bacteria [9], (iii)
surfaces combined with biocidal substances [21–23] and (iv) sur-
faces combined with antibiotics [24–26].
The physicochemical properties of the implant surface, such as
surface roughness energy and potential, are fundamental issues in
the initial adhesion and subsequent growth of bacteria. Non-fouling
surfaces combine one or more approaches in order to influence the
amount and/or conformation of adsorbed proteins, preventing bac-
terial adhesion and biofilm formation. Some examples are UV radi-
ation of titanium surfaces to augment wettability [27], use of
anti-adherent agents bearing negative charges [28], polymer
coatings such as poly(ethylene glycol) (PEG), poly(hydroxyethyl-
methacrylate) (PHEMA) [18,29], poly(methacrylic acid) [30], poly-
urethanes [31] or even bioactive polymers such as chitosan,
which possess the ability to inhibit bacterial adhesion and/or to kill
adherent bacteria [32]. Unfortunately, the effectiveness of
non-fouling coatings for reducing bacterial adhesion is limited
and varies greatly depending on bacterial species.
Another approach involves the simultaneous use of an antimi-
crobial agent and a non-pathogenic bacterial coating layer. The
non-pathogenic bacteria, resistant to a specific antimicrobial is
used to populate the ecological space, preventing adherence of
pathogenic bacteria to the surface [9].
Surfaces combined with antibiotics or other biocidal substances
have the advantage of delivering drugs directly to the implant site,
resulting in locally high drug doses without exceeding the systemic
toxicity level of the drug, thus preventing harmful side effects [3].
Several antimicrobial surfaces have been described in the litera-
ture, including non-antibiotic antimicrobial agents such as silver,
salicylic acid, quaternary ammonium compounds, phenol deriva-
tives, chlorhexidine and nitric oxide [3,5,13,33]. However, many
of these compounds are associated with anaphylaxis, cytotoxicity
or low efficiency [5,13]. These limiting aspects prompt the use of
true antibiotics such as vancomycin, tobramycin, cefalozin,
teicoplanin, carbenicillin, amoxicillin, penicillin, ampicillin and
gentamicin [3,34–37], through two different strategies: sub-
stance-releasing coating and substance covalent immobilization.
The release strategy offers the potential for extended activity, but
has to date failed to achieve delivery of a sustained and effective
dosage over a relatively prolonged period of time. To address this
issue, there has been an increased interest in covalent attachment
of drugs to the implant surface to achieve long-lasting antibacterial
activity. For example, vancomycin has been successfully attached
to titanium and proven to be bactericidal to Staphylococcus aureus
and Staphylococcus epidermidis [5,7]. In addition, Aumsuwan et al.
[34,37] reported the covalent attachment of penicillin and ampicil-
lin to expanded polytetrafluoroethylene (ePTFE). When these drugs
were immobilized through a PEG-spacer, the surfaces displayed
high antimicrobial efficiency among their spectrum of activity,
indicating that antibiotic mobility is essential to activity. The
advantages of covalent attachment to the implant surface are
long-lasting antimicrobial activity, low incidence of side effects
and non-accumulation in tissues (brain, liver and spleen) [5]. How-
ever, the effectiveness of coatings with classical antibiotics is
strongly dependent on the spectrum of activity of the chosen drug,
and the possibility of development of antimicrobial resistance in a
relatively short time period [38]. Therefore, alternative answers
must be developed. There is a clear need for a broad-spectrum
antimicrobial that prevents colonization of biomaterials, mini-
mizes the development of bacterial resistance, displays long-term
stability, even through the sterilization process, and has a low
cytotoxic profile. Antimicrobial peptides have the potential to meet
these criteria [39–42] and therefore represent a promise for the
new generation of antimicrobial surfaces.
3. Antimicrobial peptides
In the past 50 years, resistance to new antibiotics has appeared
in microbial populations within a few years of the introduction of a
new therapeutic drug [38]. The decline in the effectiveness of cur-
rent therapies has led to a search for new kinds of agents, including
antibiotics based on antimicrobial peptides (AMPs), which are part
of the innate immune system of all multicellular organisms
[39–43]. So far, more than 750 different AMPs have been isolated
from a wide variety of animals, plants, bacteria, fungi and viruses
[39–42,44]. The AMPs comprise a chemically and structurally het-
erogeneous family. Nevertheless, three characteristics that are
shared by almost all known AMPs can be distinguished: (i) small
size (10–25 amino acids), with molecular weights (MW) between
1 and 5 kDa; (ii) highly cationic character, though with large vari-
ations in the net positive charge; (iii) tendency to adopt amphi-
pathic structures, i.e. structures with separate hydrophobic and
hydrophilic domains, in non-polar media. Because of these physi-
cochemical characteristics, AMPs have the tendency to associate
with negatively charged microbial surfaces and membranes [45].
These peptides offer several attractive advantages: they exhibit
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bactericidal, fungicidal, viricidal and tumoricidal properties, they
act at a very low concentration, and they are less likely to promote
bacterial resistance. These properties make AMPs promising candi-
dates for therapeutic drugs [44]. Unlike conventional antibiotics
such as penicillin, which microbes readily deceive, acquisition of
resistance by a sensitive microbial strain against AMPs is less prob-
able. Because the target of AMPs is the bacterial membrane, a
microorganism would have to redesign its membrane, changing
the composition and/or organization of its lipids, which represent
an expensive solution for most microbial species.
However, some resistance mechanisms have been reported in
Gram-positive and Gram-negative bacteria. For instance, some
Gram-positive bacteria (e.g. S. epidermidis, S. aureus) can express
an AMP sensor system that has been proposed to regulate selected
resistance genes when the bacteria come into contact with AMPs
[46–48]. These resistance genes include dlt-operon, which is
responsible for D-alanylation of teichoic acid; mprF, which medi-
ates the incorporation of lysyl-phosphatidylglycerol in the cyto-
plasmic membrane (both of these genes decrease the negative
net charge of the cell envelope); and the vraFG genes of a transport
system [46,47,49–51]. Other reported resistance mechanisms in-
clude protease inhibitors, such S. aureus IsdA surface protein [52],
and biofilm stabilizers such exopolysaccharide intercellular adhe-
sin (PIA) [53]. Nevertheless, bacterial resistance mechanisms to
AMPs differ with regard to efficiency, specificity and distribution
among species [46], and natural AMPs have evolved to avoid some
of these resistance mechanisms. Moreover, synthetic AMPs can be
rationally engineered to circumvent specific bacterial resistance
mechanisms based on the specific application (target bacteria,
environment, etc.).
Most peptides are created from nondescript sequences of amino
acids lacking unique motifs that could serve as the recognition site
of a protease required for selective destruction of the antibiotic in
the presence of cellular protein constituents [54]. Furthermore,
some cationic peptides bind to lipopolysaccharide (LPS) and
lipoteichoic acid (LTA) with high affinity (competitively displacing
membrane-stabilizing bivalent cations Ca2+ or Mg2+), disrupting
these sites and leading to enhanced uptake of cationic peptides
across the outer membrane. Disruption of outer membranes can
also lead to promotion of uptake of conventional antibiotics across
the outer membrane, leading to an ‘‘enhancement’’ effect. This self-
promoted uptake process is responsible for two additional advan-
tages: anti-endotoxin activity, in contrast to other antibiotics,
which induce endotoxinaemia, and ‘‘enhancer’’ activity (i.e. syn-
ergy with classical antibiotics) [45,55,56]. The more resistant an
isolate is to a given antibiotic, the more profound is the ‘‘enhance-
ment’’ effect by an appropriate cationic peptide. Thus cationic pep-
tides also have the ability to serve as anti-resistance compounds
[45,55].
The properties of natural AMPs have prompted research towards
de novo AMPs, i.e. fully synthetic peptides. These are distinct from
those innature,with simpler but rationally engineered composition,
obtained by varying the amino acid content and sequence and
overall peptide length to achieve enhanced activity and very low
cytotoxic properties [57]. For example, Mietzner and co-workers
[58–61] have developed a series of de novo peptides based on
structure–function properties observed in natural AMPs. They engi-
neered the peptide composition to achieve enhancedpotency, selec-
tivity and stability. They performed extensive in vitro and in vivo
(intravenous murine infection model and intraperitoneal mouse
infection model) studies in order to evaluate the antimicrobial
activity (against Pseudomonas aeruginosa, S. aureus, Streptococcus
gordonii, Fusobacterium nucleatum and Porphyromonas gingivalis),
cytotoxicity (towards red blood cells, white blood cells, human skin
fibroblasts), and salt resistance (towards NaCl, Mg2+ and Ca2+). The
engineered peptide derivative WLBU2 (RRWVRRVRRWVRRVVRVV
RRWVRR) was identified as a promising prophylactic and therapeu-
tic molecule. The in vitro studies revealed good selectivity, and po-
tency at physiological conditions (salt resistance), which was
reinforced by in vivo efficacy in the intravenous and intraperitoneal
P. aeruginosa infection models.
Finally, the potential of future AMP-based drugs is underlined
by the number of clinical trials with various AMP species for treat-
ment of skin and soft tissue infections, oral mucositis and paediat-
ric sepsis [44,62,63].
3.1. Mode of antibacterial action
AMPs target the fundamental difference in the membrane
structures of microorganisms and multicellular animals. Bacterial
membranes are organized in such a way that the outermost leaflet
of the bilayer is heavily occupied by lipids with negatively charged
phospholipid headgroups. In contrast, the outer leaflet of the mem-
branes of plants and animals is composed principally of lipids with
no net charge. Here most of the lipids with negatively charged
headgroups are segregated into the inner leaflet, facing the cyto-
plasm [54].
Although the exact mechanism of action of AMPs remains a
matter of controversy, there is a consensus that the following se-
quence occurs: (i) cationic, i.e. positively charged, peptides are
electrostatically attracted to the negatively charged microbial cell
membranes, and (ii) upon binding to the phospholipid membrane,
the AMP adopts an amphipathic structure, adapting to the specific
conditions at the membrane–water interface. Most AMPs only as-
sume their amphipathic structure upon interaction with the mem-
brane, as it is not the most favoured structure in water. This
interaction is generally believed to lead to a lethal increase in the
permeability of the cell membrane [45]. How this interaction ends
in fatal outcome still remains to be determined. Many hypotheses
have been presented, which include: fatal depolarization of the
normally energized bacterial membrane; creation of physical holes
resulting in leakage of cellular contents; activation of deadly pro-
cesses such as induction of hydrolases that degrade the cell wall;
alteration of the usual distribution of lipids between the leaflets
of the bilayer that results in disturbance of membrane functions;
and damage to the critical intracellular targets after internalization
of the peptide [54]. Recently, it has been shown that peptide reori-
entation together with membrane destabilization happens after a
certain peptide threshold concentration is achieved. This can be
ascribed to a first step of membrane surface coverage by the
AMP until charge neutralization is reached. Thereafter, peptide
orientation changes from parallel to perpendicular to the
membrane surface, followed by pore formation and eventually
membrane disruption [64–66].
Based on the available data, three models explaining the mode
of action of AMPs have been proposed (Fig. 1).
(i) The carpet model: After the microbial cell membrane is fully
covered by a carpet-like cluster of peptides, a saturation
point is reached that results in extensive wormhole forma-
tion, causing the abrupt lysis of the microbial cell. Cell lysis
is believed to result as the lipid layer bends back on itself,
with lateral expansions in the polar head-group region, pro-
viding the gaps that will be filled up by individual peptide
molecules.
(ii) The toroidal pore model: After binding to the phospholipid
head groups, the peptides insert into the membrane and
then cluster into unstructured bundles that span the mem-
brane. These bundles, in association with water molecules,
are believed to create channels responsible for leakage of
ions and possibly larger molecules throughout the mem-
brane. This last model differs from the other two in that only
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short-lived transmembrane clusters of an undefined nature
are formed, which allows the peptides to cross the mem-
brane without causing significant membrane depolarization.
Once inside, the peptides home on their intracellular targets
to exert their killing activities [45].
(iii) The barrel-stave model: After initial electrostatic binding to
the outer leaflet of the bacterial membrane, a-helical amphi-
pathic peptides group together into barrel-like bundles that
line amphipathic transmembrane pores. The non-polar side
chains associate with the hydrophobic fatty acid tails at
the inside of the phospholipid bilayer, and the hydrophilic
side-chains are oriented inward into the water-filled pore.
Taking into consideration the proposed theories for soluble
AMPs, one could expect that immobilized AMPs would lose their
antimicrobial activity completely or to a large extent. However,
the research reviewed herein proves differently, and even provides
some insights into the specific mechanisms underlying this activ-
ity. Haynie et al. [67] was able to demonstrate that immobilized
magainin that is attached through very short linkers (2 or 6 carbon
atoms) displays antimicrobial activity, meaning that outer
membrane interaction by magainin is sufficient for lethal activity.
Humblot et al. [68] reported that the immobilized AMPs had a bac-
teriostatic rather that bactericidal effect, perhaps due to the low
peptide concentration or short contact time. Other research has
performed the immobilization through long linkers in an attempt
to permit sufficient flexibility to penetrate target cell membranes
[1,69,70], as the directly attached AMPs lost their antimicrobial
activity. Hilpert et al. [71], in their screening and characterization
of surface-tethered cationic peptides studies, reported that the
immobilization of peptides to a surface should result in constraints
on the peptide mobility and on the capacity of peptides to enter or
even transpose the cellular membranes. Scanning electron micros-
copy (SEM), ATP release and depolarization assays performed with
short peptides indicated that, although their length was insuffi-
cient to stretch across the membrane, the immobilized peptides
could destabilize the cell membrane. The high local concentration
of immobilized peptides was presumed to lead to the displacement
of positively charged counterions attached to the outer surface
layers. This could promote a dramatic change in bacterial surface
electrostatics, which could trigger the activation of autolytic
enzymes or the disruption of the ionic balance of more internal
layers. Hilpert et al. [71] also demonstrated that hydrophobic res-
idues at the exposed end of immobilized AMPs can have a major
influence on the antimicrobial activity. They suggested that these
residues are responsible for the triggering connection between
AMPs and the bacteria cell wall.
4. Covalent immobilization of an antimicrobial peptide
The toxicity sometimes associated with AMPs is usually related
to the high concentrations used to compensate for the relatively
short half-life of AMPs due to a rapid protease digestion [67], or
to peptide aggregation [11]. These characteristics have limited
the use of AMPs in applications that require systemic distribution
of the antimicrobial. However, AMPs are designed to work at local
surfaces in most of their natural applications. Thus, stable immobi-
lization of AMPs onto a biomaterial could be the pathway to over-
come these difficulties [72]. Covalent immobilization of AMP can
increase their long-term stability while decreasing their toxicity,
as compared to incorporation approaches on leach- or release-
based systems [11,35,36,69,72–75]. Furthermore, the proper orien-
tation of the peptide may result in enhanced activity [34]. Towards
this goal, the effect of AMP chemical immobilization on antimicro-
bial activity has been studied by several investigators [3,4,6,
25–27,29,48,49,71] (Table 1). In the current review, different
AMP surface covalent immobilization strategies are discussed,
focusing on the importance of solid supports and chemical cou-
pling strategies, spacer specificities (type, length and flexibility),
surface density and exposure/orientation as determinants of
immobilized peptide biocidal and cytotoxic activity. As summa-
rized in Table 1, the various studies of immobilized AMPs differ
in important aspects, including the immobilization method
applied, the peptide sequence, mode of action of the AMPs used,
and the bacteria tested. These experimental variations make it
difficult to achieve a straightforward comparison. Nevertheless,
important lessons can be derived from these diverse studies.
In 1995, Haynie et al. [67] demonstrated that some AMPs (nat-
ural occurring magainin 2 and several idealized synthetic amphi-
pathic peptides) immobilized onto a polyamide resin (pepsin K)
retained lethal activity against several Gram-positive and Gram-
negative bacteria. As already mentioned, these results demon-
strated that the interaction of magainin with the outer membrane
of the bacteria is sufficient for their lethal activity, since the poten-
tial peptide penetration depth is very low due to the short spacer
(short 2 or 6 carbon chain linkers) used.
Willcox et al. [11] compared the antimicrobial activity of the
synthetic peptide melimine that was adsorbed or covalently immo-
bilized onto commercial contact lenses (Etafilcon A). Covalent
Fig. 1. Current models of the mechanism of action of membrane-active antimicrobial peptides (AMPs): (A) carpet model; (B) toroidal pore model; (C) barrel-stave model.
Adapted with permission from Ref. [64].
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Table 1
Overview of the reported AMP immobilization strategies.
AMP Substrate AMP immobilization strategy Microorganisms assessed
[67] Magainin 2 and
Related
synthetic
amphiphilic
peptides
Polyamide resin (pepsin K) Directly synthesized on polyamide resin, after
immobilization through their C-terminal amino acids
. ! AMP orientation was controlled
! Short spacer, with 2- or 6-carbon chains, was used
! Stability to heat was studied
! no AMP release was observed
Escherichia coli ATCC 35695; and ATCC
25922, Staphylococcus aureus ATCC
25923 and ATCC 6538, Klebsiella
pneumoniae ATCC 4352, Bacillus subtilis
ATCC 6051, Candida albicans ATCC
10231, Aspergillus niger ATCC 6275, and
Pseudomonas aeruginosa ATCC 27853.
[1] Magainin I Non-fouling copolymer brushes based
on different percentages of:2-(2-
methoxyethoxy)ethyl methacrylate
(MEO2MA)/hydroxyl-terminated
oligo(ethylene glycol) methacrylate
(HOEGMA)
Peptide immobilized by its C-terminal amino acid
The process consisted of a previous incorporation of a
cysteine residue on the C-terminal of magainin, to be
reacted with the polymeric brushes via PMPI (N-(p-
maleimidophenyl)isocyanate)
! AMP orientation was controlled
! Brushes were used as spacers
! Different AMPs densities was tested
Listeria ivanovii, Bacillus cereus
[68] Magainin I Mixed OH/COOH-terminated self-
assembled monolayers (SAMs)
Immobilization by the free AMP amines after activation
of the COOH groups of the SAM with NHS/EDC
! AMP orientation was not controlled
! No spacers
! No AMP release was observed
L. ivanovii, Enterococcus faecalis and S.
aureus
[69] Magainin-
derived MK5E
and KLAL
PEGylated TentaGel S, HypoGel 400
and HypoGel 200 resin beads
C-terminally immobilized peptides were achieved by
standard solid-phase peptide synthesis and Fmoc (9-
fluorenylmethoxycarbonyl)-chemistry
N-terminal and side-chain immobilization were
achieved by thioalkylation and oxime formation
! AMP orientation was controlled
! Different AMPs densities were tested
! Effect of PEGylated spacers was tested
! The haemolytic effect was assayed
E. coli strain DH5a, B. subtilis strain DSM
347
[11] Melimine Commercial contact lenses (etafilcon
A)
Immobilization by the free AMP amines using 1-ethyl-3-
(3-dimethylaminopropyl)carbodiimide
! AMP orientation was not controlled
! No spacers
P. aeruginosa 6294, P. aeruginosa ATCC
15442, S. aureus Saur31, S. aureus CK5, S.
pneumoniae 010
[76] Melimine Glass coverslips Immobilization through the free AMP amines using two
different strategies:
! Using EDC after previous activation of the OH groups
of the glass surface with 4-azidobenzoic acid (ABA)
and irradiation with UV-light (320 nm)
! As above but using 4-fluoro-3-nitrophenyl azide
(FNA) instead of ABA
! AMP orientation was not controlled
! No spacers
! Different AMP densities were tested
S. aureus strain 38, P. aeruginosa PA01
[70] Cathelin LL37 Silanized titanium surfaces:
Using glycidyloxypropyl
triethoxysilane (epoxy silane)
3-aminopropyl triethoxysilane(amino
silane)
! N-maleimidopropionic acid succinimide ester
! R-N-hydroxysuccinimidyl-ö-maleimidyl-PEG
! Effect of AMP orientation was tested
! Effect of PEGylated spacers was tested
! Different AMPs densities were tested
E. coli strain K12
[77] E14LKK Oxidized polyethylene films (ox-PE) Immobilization by the terminal AMP amine (using
protected E14LKK side chains amines) with and without
PEGylated spacer onto ox-PE using 1-ethyl-3-(3-
aminopropyl)-carbodiimide
! AMP orientation was controlled
! Effect of PEGylated spacers was tested
E. coli ATCC 25922
[56] FKVKFKVKFK PEG-PS Resin beads Peptide–resin conjugates were synthesized by using
Fmoc (9-fluorenylmethoxycarbonyl)-chemistry. To
investigate the effect of the resin on the activity, the b-
sheet peptide was conjugated with MBHA–resin
S. aureus ATCC 6538, Micrococcus luteus
ATCC 9341, P. aeruginosa ATCC9027,
E. coli ATCC 25922
[78] 6K8L PEG-PS resin beads The peptide was synthesized by solid-phase peptide
synthesis on a PEG-modified polystyrene resin (PEG-PS)
using Fmoc (9-fluorenylmethoxycarbonyl)-chemistry.
The antimicrobial activity of the peptide–resin conjugate
was evaluated against different microorganisms.
B. subtilis (wild-type PB2, 168 Marburg
strain27), E. coli O157: H7 ATCC 33150,
Kluyveromyces marxianus, L.
monocytogenes ATCC 689426, P.
fluorescence, Salmonella typhimurium H
3380 phage type DT 104, Serratia
liquefasciens and S. aureus ATCC 13566.
[71] 122 variant
peptides of 2
starting
sequences:
Bac2A and
Indolicidin
Cellulose
bifunctional resin TGS (1–6-dichloro-
1- Beta-dideoxy-Beta-fructofuranosM-
chloro-4-deoxy-galactopyranoside)
NH2/RAM (p-[(R,S)-a-[1-(9H-fluren-9-
yl)-methoxyformamido]-2,4-
dimethoxybenzyl]-phen-oxyacetic
acid)
Microtiter plate
Peptides were:
! directly synthesized on a cellulose support using a
cellulose-amino-hydroxypropyl ether (CAPE) linker
chemistry or;
! directly synthesized onto a bifunctional resin or;
! directly bound to the microtiter plate via biotin–
streptavidin interaction.
! AMP orientation was controlled
! No spacers
Mini-Tn5-luxfliC::lux CDABE strain
H1001 of P. aeruginosa PAO1, S. aureus
ATCC 25923, C. albicans (lab isolate).
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immobilization was performed directly through the free peptide
amines (theN-terminal amino acid or the lysine side chain) without
a specific control on the orientation of the peptide onto the surface.
An apparent increase in efficacy was observed when the peptide
was covalently attached to the surface, whichwas ascribed to a pos-
sibly higher relative surface availability of the peptide, in contrast
to the adsorption process where peptide aggregation could produce
uneven peptide distribution.
The effect of a-helix secondary structure of immobilized AMP
was also studied by Haynie et al. [67]. They demonstrated that only
those immobilized peptides still retaining their ability to form
amphipathic a-helices had antibacterial activity. Likewise, in the
work of Cho et al. [56], the secondary b-sheet structure was essen-
tial for antibacterial activity. Thus, these studies indicate that the
biocidal activity of immobilized AMPs is dependent on the pres-
ence of a well-established secondary structure.
Other important activity-modulating parameters include the
length, flexibility and kind of spacer between the active sequences
and the solid matrices [67,69,70], the AMP surface density
[1,68,69], and orientation after immobilization [1,11,67–70,76–
78]. These parameters are discussed below.
4.1. Solid supports and chemical coupling strategies
A wide variety of solid supports has been assessed for produc-
tion of surfaces with immobilized AMPs, including polymeric
brushes and resins [1,56,67,69,71,77,78], metal (e.g. silanized
titanium) [70], glass coverslips [76], model surfaces (e.g.
self-assembled monolayers) [68], microtitre plates [71] and even
commercial contact lenses [11].
As shown in Table 1, the chemical strategies behind covalent
immobilization of peptides differ depending on the sequence, ori-
entation and position of the specific AMP, the presence/absence
of a spacer, or the spacer properties such as length and flexibility.
Peptide immobilization may be carried out in a relatively ran-
dom manner, e.g. through formation of amide bonds between
amine groups from the pre-synthesized peptide and surface car-
boxyls (or the other way around, i.e. carboxyls from the peptide
reacting with surface amines), as in Refs. [10,43,44] (Table 1).
Alternatively, peptide immobilization can be controlled through
peptide construction (or immobilization) on the surface by chemo-
selective formation of a peptide–surface covalent bond, enabling
tethering in a predictable and defined fashion.
Controlled immobilization is obviously preferred over random
tethering, as the former can be designed (i) to maintain peptide
structural motifs known to be relevant for activity, and (ii) to allow
exposure and flexibility that more closely mimic the behaviour of
soluble AMPs. Uncontrolled immobilization can be especially det-
rimental when involving peptide amine groups, as these amine
groups are normally provided by lysines which are key amino acids
in the majority of cationic amphipathic AMPs [39–42].
The best way to control orientation of immobilized peptides is
to synthesize them directly onto the solid support (e.g. polyamide
resins, PEG-modified polystyrene resins, cellulose), as done in Refs.
[28,35,39] or [46] (Table 1). To this end, standard solid-phase pep-
tide synthesis (SPPS) methods may be used, such as the well-
established Fmoc/tBu strategy [79]. In this strategy selectively
protected amino acids are incorporated stepwise into the growing
peptide chain that is built from its C- to its N-terminal residue.
Once the peptide sequence is assembled, convenient treatment to
cleave off the amino acid side-chain-protecting groups is
performed.
An alternative to building the peptide directly onto the surface
is to pre-synthesize a peptide chain with a specific building block
incorporated in a selected position. This peptide chain can subse-
quently be chemoselectively attached to an adequately functional-
ized surface. The most common approaches involve incorporation
of an additional cysteine into the peptide chain (e.g. [1]) or exploit-
ing a cysteine already available in the native sequence (if not cru-
cial for AMP activity), taking advantage of chemical reactions
specific to the thiol group. These reactions may include, as depicted
in Fig. 2, (i) disulfide bond formation between peptide and surface
thiols, as well as specific reactions of the peptide Cys thiol with (ii)
surface-bound maleimide groups [1,42], or (iii) surface-bound
epoxides (though these are generally reactive towards any nucleo-
philes, including lysine amines, and hence are not truly
chemoselective).
Other chemoselective approaches not involving Cys or other
thiol donors have been proposed more recently, namely those
involving Huisgen 1,3-dipolar cycloadditions, the so-called click-
reactions [80]. Here, the peptide can bear an additional azide
(e.g. from incorporation of 6-azidohexanoic acid) or an alkyne
donor (e.g. from incorporation of propynoic acid) to be ‘‘clicked
on’’ surface-bound alkyne or azide groups, respectively.
Both epoxide and click-based approaches have been used to
immobilize peptides and proteins onto surfaces (e.g. [81–83]),
but examples of their application to AMP tethering are still scarce.
Irrespective of alternatives available for peptide tethering onto
surfaces, careful comparative investigation of different strategies
must be carried out, in which the influence of peptide-surface
spacers, coupling chemistries and support materials on antimicro-
bial activity should be thoroughly analyzed. Only Hilpert et al. [71]
have assessed the effect of different support materials on the anti-
microbial activity, and found that, at least for their specific sys-
tems, the supports did not affect the activity of the tested peptides.
4.2. Influence of the spacer
Although some studies demonstrated that immobilized AMPs
have antimicrobial activity without incorporation of a spacer
[11,68,71,76], most protocols presented a spacer attachment step
[1,56,67,69,70,77,78], particularly with a PEG spacer with a MW
ranging from 3000 to 5400 [56,69,70,77,78]. The utilization of
PEG as a spacer presents several advantages. This polymer can
create non-adhesive surfaces due to its non-fouling characteristics,
thus preventing non-specific peptide binding to the surface and
shielding the peptides from the hydrophobic nature of a particular
biomaterial [56,77]. Studies comparing AMP immobilization with
and without PEGylated spacers demonstrated that some immobi-
lized AMPs are only bactericidal when a PEGylated spacer was used
[56,69,70,77]. For example, Gabriel et al. [70] demonstrated that
the LL37 peptide bound to titanium through a PEGylated spacer
was capable of killing Escherichia coli on contact. In marked con-
trast, LL37 peptide attached directly to the titanium surface dis-
played no antibacterial activity. The authors suggest that the use
of a long, flexible PEG spacer provided a parallel peptide orienta-
tion and lateral mobility that were required for bactericidal activ-
ity. Bagheri et al. [69] also analyzed the influence of PEGylated
spacer length (3000, 400 and 200 Da) on bactericidal activity of
an amphipathic model KLAL peptide and magainin-derived
MK5E. They demonstrated that the antimicrobial activity of these
peptides distinctly decreased with reduction in the spacer length,
suggesting that the increased flexibility associated with longer
spacers maximizes the antimicrobial activity of immobilized pep-
tides [69].
However, these results contradict those of Haynie et al. [67]
whose experiments indicated no difference in bactericidal activity
whether peptides were conjugated to the support with a two-car-
bon or a six-carbon chain linker [67]. In addition, Hilpert et al. [71]
reported that short 9-mers covalently linked without spacer have
bactericidal activity. They suggested an electrostatic interference
and destabilization rather than a penetrating mechanism.
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Comparison of these studies is difficult, since AMPs, support
materials, coupling chemistry and peptide orientations differ from
study to study. However, one can speculate that the requirement
for a spacer is directly associated with the mode of action of the
specific AMP.
4.3. Peptide concentration
Peptide surface concentration depends on the immobilization
strategy used, as limited accessibility of the peptide reactive
groups and different coupling procedures can affect the efficiency
of peptide immobilization. Most studies indicate that peptide con-
centrations, albeit important, do not appear to be the most critical
parameter for antimicrobial activity [1,69,70,76]. Gabriel et al. [70]
observed that the bactericidal activity of LL37 immobilized onto
titanium surfaces was independent of the peptide concentration
[70]. Glinel et al. [1] demonstrated that the biocidal activity of
magainin I was not substantially reduced as the concentration of
immobilized peptide was reduced. Bagheri et al. [69] reported a
study aimed to determine the effect on bactericidal activity of dif-
ferent surface peptide densities and spacer lengths. These studies
demonstrated that an increase in the loading capacity of the resin
was not sufficient to compensate for the decrease in activity due to
reduction of the spacer length. Based on these observations, they
concluded that spacer length has a more profound impact on activ-
ity than peptide concentration. Further, the maximum peptide
loading concentration was obtained with the C-terminal coupling
strategy, which correlated with higher Minimal Inhibitory Concen-
tration (MICs), suggesting that immobilization orientation can
compensate for low peptide loading [69].
Despite these reports, which strongly support the concept that
peptide surface loading levels are not a key factor in the antimicro-
bial activity of immobilized AMP, other studies have provided evi-
dence that the effects of peptide surface concentration cannot be
disregarded. For instance, Chen et al. [76] evaluated the effect of
melimine concentration after immobilization by two different
bifunctional azides (4-fluoro-3-nitrophenyl azide (FNA) and 4-
azidobenzoic acid (ABA)) as crosslinking reagents. In this study,
the higher concentration of the peptide via ABA immobilization
correlated with a more profound antibacterial activity. Humblot
et al. [68] correlated low peptide concentrations with bacterio-
static rather than bacteriocidal effect of immobilized magainin I,
explaining that the low peptide concentration precludes the possi-
bility of multiple peptide entries into the cell membrane. In addi-
tion, Hilpert et al. [71] studied the effect of immobilized peptide
density on antimicrobial activity by utilizing different concentra-
tions of biotinylated peptide solutions with streptavidin-coated
plates. Antimicrobial activity was clearly concentration dependent,
decreasing sigmoidally as a function of decreasing peptide
concentration.
4.4. Peptide orientation after immobilization
Different strategies for surface binding of peptides have been
conducted on different chain positions, such as C-terminal,
N-terminal and/or N-side-chain peptide attachment. As a result,
different peptide orientations and flexibility were obtained, which
could be correlated with differential antimicrobial activities. The
chain position was determined based upon (i) previous knowledge
of peptide robustness to changes in given positions, i.e. on its
ability to retain or lose antimicrobial activity upon deletion of
N-terminal or C-terminal amino acids or amino acid segments;
(ii) the availability of functional groups suitable for a particular
coupling chemistry; or (iii) the promotion of parallel alignment
of peptide chains [56,67,68,70]. The studies of Gabriel et al. [70]
and Steven et al. [77] compared the antimicrobial efficiency of
N-terminally and N-side-chain immobilized peptides. They
performed site-specific activation and coupling by blocking the
Fig. 2. Examples of chemical strategies for controlled covalent attachment of AMPs on surfaces: (A) use of thiol-bearing peptides (Cys usually as thiol donor) for covalent
immobilization onto thiol-, maleimide- or epoxide-modified surfaces; (B) use of the Huisgen 1,3-dipolar cycloaddition for immobilization of either alkyne-bearing peptides
onto azide-modified surfaces or azide-bearing peptides onto alkyne-modified surfaces.
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undesired functional groups. Even though the experimental AMPs
were different in the respective studies, only N-terminally attached
peptides displayed antimicrobial activity. Gabriel et al. [70] con-
cluded that only N-terminal conjugation permitted the appropriate
parallel orientation of the peptide helices, which is required for
interaction among the peptide molecules and between the pep-
tides and the lipid double layer during membrane pore formation.
These results are supported by the reported key role of basic lysine
side-chains (and of those from other basic amino acids, as arginine
or histidine) in the bioactivity of cationic AMP [39–42], which
could explain the deleterious effect of AMP immobilization
through Lys e-amino groups towards antimicrobial activity. The
possibility of C-terminal peptide immobilization should be
considered as this orientation may achieve similar specific activity
as N-terminal conjugation. Bagheri et al. [69] compared the activity
profile of C-terminal, N-terminal and N-side-chain immobilized
AMP sequences. Slightly different results were obtained depending
on the specific peptide sequence and bacteria tested. C-terminally
attached AMPs displayed higher MICs, compared to N-terminal and
N-side-chain immobilization. The N-immobilization orientations
presented similar results, suggesting that the blockage of the cat-
ionic Lys side chains was of minor importance to the overall anti-
microbial activity. However, it is possible that the observed
reactivity pattern may be specific to the systems used by these
authors, where the AMP orientation appeared to be less relevant
when peptides were immobilized using long and flexible spacers
[69]. Hilpert et al. [71] used a different strategy to screen the effi-
ciency of immobilized AMPs. They rearranged the sequence of a
known active peptide and C-terminally immobilized the different
variants. They concluded that the placement of cationic residues
close to the linker site correlated with increased antimicrobial
activity as compared with peptides with cationic residues localized
to the N-terminus or within the middle portion of the peptide. The
positioning of hydrophobic residues proximal to the N-terminus
was critical to the activity of their immobilized AMPs.
4.5. Activity efficiency of immobilized AMPs
Only a few studies have described an experimental comparison
of soluble and immobilized AMPs [56,67,69,71]. However, a straight-
forward comparison between MICs of soluble and immobilized
AMPs is very difficult because precise quantification of immobi-
lized AMP can be problematic. In most cases the immobilized
AMPs displayed an increase in their MIC value compared to the sol-
uble peptide. In studies by Haynie et al. [67] the immobilized AMPs
presented a 50-fold higher MIC compared to soluble peptides.
These investigators suggested that the coupling chemistry may
have resulted in more covalently bound peptide in the resin inte-
rior than on the surface, which could explain the higher concentra-
tion needed for activity. Cho et al. [56] found an extensive variation
range in the observed MIC values which were augmented 8- or
64-fold depending on the bacteria evaluated (E. coli,Micrococcus lu-
teus and S. aureus more sensitive; P. aeruginosa less susceptible). In
the Bagheri et al. [69] studies, the active concentrations increased
about 100-fold from the micromolar MICs of the soluble peptides
to the milimolar range of the immobilized-AMPs. All these studies
reported MIC increases that varied with peptide and bacteria
specificity.
However, Hilpert et al. [71] compared soluble MICs and inhibi-
tion of luminescence by immobilized AMPs. No correlation of
antimicrobial activity was observed between soluble and immobi-
lized AMPs, as inactive soluble AMPs presented activity when
immobilized, and some active soluble AMPs lost activity when
immobilized.
4.6. Cytotoxicity
KLAL and MK5E are examples of immobilized AMPs for which
haemolytic activity has been assessed. The KLAL- and MK5E-
soluble haemolytic concentrations (EC25) were at least 16-fold
higher than the respective MIC. Moreover, the haemolytic activity
levels of the immobilized-peptide beads and the bare beads were
indistinguishable from each other. This observation leads to the
conclusion that both immobilized peptides at their MICs are inac-
tive toward red blood cells [69]. Hilpert et al. [71] assessed cyto-
toxicity of a battery of immobilized peptides through human red
blood cell haemolysis. They reported that the immobilization of
AMPs had a reduced haemolytic activity when compared with
the soluble counterpart. Thus, these initial studies indicate that
peptide immobilization does not enhance the haemolytic proper-
ties of the peptides, and may actually reduce potential haemolysis
when compared to soluble peptides.
4.7. Long-term stability
In order to check the activity persistence of immobilized pep-
tides, investigators have subjected the modified surfaces to various
harsh procedures, such as washing operations, heat treatments, pH
variations and long-term activity assessment [11,67,68,78]. In the
washing influence study, two different AMP-modified resin beads
were extensively washed without loss of antimicrobial activity
[67,78]. The heat stability experiment was conducted to evaluate
whether exposure of AMP to autoclaving (121 !C for 20 min) or
to a dry oven (200 !C for 30 min) would alter the ability of the pep-
tide to inhibit bacterial growth. The bactericidal efficacy of the
heat-treated 6K8L was maintained under both heating conditions
[78]. In addition, the antimicrobial efficacy of melimine was main-
tained during autoclaving [11]. Cole et al. [84] verified that the lev-
els of melimine in lenses after removal, cleaning and sterilization
did not differ from those determined before 24 h of use. The effect
of pH on the modified surface was assessed. The peptide 6K8L
immobilized on PEG-poly(styrene) resin beads retained its antimi-
crobial activity over a pH range of 3.5–7 in citrate buffer, although
bacterial killing was significantly greater at pH 3.5 than at pH 7
[78], possibly due to the higher positive charge at the lower pH.
Humblot et al. [68] assayed the stability of antimicrobial activity
of immobilized peptide at various times over a 6 month period.
Samples were cleaned, dried and stored at 4 !C, between each anti-
bacterial activity assay. The results showed that the peptide re-
mained active over the 6 month period, even though the activity
of the immobilized peptide was reduced at the 6 month time point.
All these studies, although limited, point to remarkably high
long-term stability and resistance of immobilized AMP to environ-
mental conditions.
5. Conclusions
Infections associated with the use of biomaterials remain one of
the major barriers to the long-term use of medical devices in pa-
tients. Colonization of biomedical surfaces is considered the basis
for biofilm formation and infection. The establishment of a biofilm
results in lower antibiotic activity, and higher antibiotic resistance,
which in turn can demand implant removal. There is a clear need
for a broad-spectrum antimicrobial that prevents colonization of
biomaterials, without damaging mammalian cells, that minimizes
the potential for bacterial resistance, and that is stable throughout
the sterilization process. AMPs have enormous potential to fulfil all
these requirements and are therefore suitable for the generation of
antimicrobial surfaces. Different approaches may be applied to
improve surfaces with such antimicrobial agents. Covalent
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immobilization of AMPs to surfaces can offer important advanta-
ges, including long-term stability and lower toxicity when com-
pared to leach- or release-methodologies. The implications of the
studies reviewed herein suggest that immobilized AMPs may be
effective in the prevention of biofilm formation by reduction of
microorganism survival post-contact with the coated material.
The mechanisms of action behind each antimicrobial coating vary
according to the specific AMP, chemistry and support used. More-
over, the overall comparison of results suggests that free and
immobilized AMPs may act through different mechanisms. Further
studies may clarify the mechanisms of action underlying immobi-
lized AMPs and their potential use in health applications as
antimicrobial coatings of medical devices.
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